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[ff*:gl 1] EBM##: 1 8T?^;fo2*iS&g®JM£^^5DNA£^£U 

m#mi 2] mmm^r: i &-vmt>ztizmmmm*ism?zDNAz-£mx> 
[1^16] wni 3mmax9v-->yi3m£fr\zm-&mi immox* 

[It** 17] I2#|##: 1 4 9 T'^$*lS7^ y ilB^&^f tSii: 

[fl##l 8] «IS3*lfe®**l 7|B^©jKU^^Ko 

CSf#£l 9] flt*gl 7ia^^D^KU^^KS:MV^Sff**5iB«©X^U -i 

[1^2 0] (i) 8t#«l 7|aSffliK'J^f K, fc<fctf (ii) @B3»J#^: 
4, : 1 2 6, SS^TJ## : 1 3 8 * «SJ#[## : 144 T?«fcS;il* 



2 



ffif£#2 003-3006608 




4$2 002-093096 
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[0 0 0 2] 
[^3fc©&$15] 

i!3SSttC«)i:t5 W«U?!©*ii& tt> PPAR r fcif©v**>*$>.5 
IHtS:5m'*!<, igjfoEfc£©y:**:77**-£%fc5fc«>, MUM© 

«JRBBWWT?*Sorlistat*«^a'*iTV^«. £©«6, ^££{63891© 0 3 7 =f 

M#*^*^^4r J^hJfe^M»*«v^l*Wi«jfcl:K:** (J.C Claph 
amP>, Pharmacol. Ther.,. 89#, 81-121H, 2001^, M. Chiesi£>, Trends Phar 
macol. Sci., 22^, 247-54H, 2001^) „ 
[0 0 0 3] 

[0 0 0 4] 
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[0 0 0 5] 

(1) H*r##: 1 6«an*7^»H0!li:H-fcb<tt*KttK:|il-©T 

(3) 1 6T?*ati»T5 ^M^fcH-fc b< tt*StttK:H--©7 

(4) ffi#J##: 1 6t*^sn575 y»l^fcnr-%b<ttl*KWCW--©7 
fctt*©«ife*#bTfe*«A«MWJffl, 

(5) mmm^-. i 6T?*sft*7$y«»wfcH-*>b<tt5SK«fcH-©7 
mm * fc tt««M»ffl * * u - - > 

(6) fE#l##: 1 6t'iS*l575 ^l?|B?Ui:Il— % b < «^&K|fJ— ©T 
§y^IB^fS:^-rS3J<U^^K : bb<ii^©T^ Ffcb < tt*©x;*y/i/* 

(7) ±IB (5) SB*©;*$MJ-->f#tt*fctt±flB (6) SB«©**U-- 

(8) ±IS (5) K*©**y-r.>if#S*fcttJ:W (6) IS*©:*?U-x 
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(9) IB#J#-ff : 1 8Tf*4)a*lS«aiHiWfc^+*DNAfe«LTft*# 

fi*titi«J«!l3!K 

(10) HOT**: 1 8T?*bSft*«toBOT**#*SDNAfc*#bTfcS 

(11) B8fl##: 1 8T?«toaH«««lW!IfcWf6DNAftfMfbTJk* 

(12) m&m^: 1 8T?«*jS*lS**iI?lIf:^"rSDNAfe-gp*UTft* 
(1 3) : 1 8Tf**ja*l<5ftl6H3W&«i**DNA&MV^*z:fcfe 

(14) mm** 1 1 8T?3i*>an*«ifii»ff«:«'rsDNAfe« , r*i4: 

(i 5) _hia (i 3) mm<ox*v--yyijm*&i*±m (14) ia«©x^ 

(i 6) ±m (i 3) ibskox* v --y ^m^t=.it±w, d4) ia«s©x* 
mite &i*sMmfcM brass*. 

(17) BB^##: 1 4 9T?*S;h*rS7Maifc#*+ SitSr^fc-TS 

(is) *«anfe±» (i 7,) «*©#y*:/*K, 

(19) ±B (17) M«D#y*:7*Kfctfv**±*! (5) y-=. 

(2 0) (i) m&mi 7««<OaKU^^K, &£0 (il) 4, @B 

#J## : 1 2 6, SB^## : 1 3 8 *fc«fB5U## : 1 4 4 T*3tfo<**lSr $ J 

mmmt®-%h<i*m&mm-<nr $ ;nmm&&m? %^z>m 
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(2 1) ±fB (18) «J*©jKU KfcJSv**±lB (2 0) fB«gCDX*U- 

[0 0 0 6] 

M^fia, ffFMBa, w«wi§> yyriwm, pm/smns, #sstii$fR 

7>^A>^MiBi, ^ibjis> ^miss, • 

is, nn^tsm mis. iifl&»^ ft&mm cm. v?n7r-^ tmbs. b 
mm, ^r^j^^-mm. *?&»3^ nmm. mm) > 

"b««, miKimis> n^mm. itrnm. $#iffli&. sinum sfM : 

81)81, )3tttK, *BKSJ£3£, &J§,. mj*TaU. *B&&^, @ft> * ? 
IK) , #it, Ti#=, H, #BH> IffMU ¥ttl», ffi©e», #«t, 

if. mm. few <«, *©, /MB) > ifef. am, hal »n, 

^TJ®, *«jft,-ttfi£«, **, IP*. ^> W»» -fteSffcif, * ' 

fcaifil^CDMIS ; fcL<tt-e©^#«ffllS MEL, Ml, CTLL-2 

, HT-2, WEHI-3, HL-60, JOSK-1, K5 6 2, ML-1, 
MOLT-3, MOLT-4, MOLT-10, CCRF-CEM, TALL- 
1, Jurkat, CCRT-HSB-2, KE-37, SKW-3, HUT- . 
78, HUT-102, H9, U9 3 7, THP-1, HEL, JK-1, CM 
K, KO-8 12, MEG-0 1&£0 ICft^S^U KT-fcoT% H < 

[0 0 0 7] 
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#lc, 1 6T?*ba:ft*7 3yiM^fc2SK»CH-©7$,>M- 

W £ I T tt. ±§3© 7 S ^ afcffl?!I©#U 

(i) S2#I#-if : 1 6T?*Stt<5 7$7MaW»©l~5« (Jff'±L<ttl~3« 

(ii) BBM*-^: 1 6 T?3t<**i57 ^ /BftU^JJC 1 ~ 5<B (U*Kttl~3l 
, §f){Cf*b<ttl~2l, ±y#*b<tt, 1«) ©75;i^bfe7 

(iii) K?«I**: 1 6Tf*S*i*r^ ^MaWK: 1~5« (#*U<ttl~3« 

(iv) 1 6T?*SftS73 7Maif»©l~5« ($?t;b<«l~3 

fi, s&tc«F*u<tti~2fi, *y#*b<tt, ©7 3yi*jWfi©7§ 

(v) ±ffi(i)~(iv)&M*^-*)*fer^ysiiB^5&tr*«&w&ti*. 

[0 0 0 8] 

f CJKU^^KfcLTli, 09*tf> 1WB©BHJ!I##: 1 6^3^5757 
*IBfli:IOt»K:H-©75y««0!JS:#U SBM## : 1 6T*mt>Zftg>T $ 

##*bv\, 
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m£LX\*. WM*9 : 6, IE#I## : 1 7. K*F#* : 2 0, WW* 

9 : 2 1, B2#J## : 2 2, BB#I## : 2 3, 1B?II## :24, @B^J## : 2 5 
, IB#J## : 5 6, BB?!I#^ : 5 7, mW*9 : 7 3. SJ#J## : 7 4, WM* . 
#:9 1, fB?rj#^ : 9 2. : 9 5, WW** ' 9 6. SB?U#^ : 9.7 

, WSffi*& 9 8> fBM## : 9 9, IB?!I## : 1 0 0, : 10 1, 12 

#J## : 1 0 2, : 1 0 3, WM*9 : 10 4, BB?!I## : 1 0 5, IB 

m*9 : 1 0 6, @B^I## : 1 0 7, WM*9 : 1 0 8. ®*&#-5f : 10 9, B2 

: no, aa?u## :iiis mn*& ■ 1 1 2, bwi## : 1 1 s * & 

[0 0 0 9] 

* F, : 2 0TJ*ail675 ;iiK**t*# , M^ F, KJ#I## 

wrsaKy^^K, wn*9'. 2 A-emzto&rs. j 

y^K, S2^!I#-^ : 2 5^3tl5T§ JWiWffl*M-*&-RV F> fB#I# 

5 B-emisn&TS JWm&l**i't&iXVU*F. WW**: 5 7T*3I3 
*iST'*V*ia^fc*rr*#y'<^F* fflJU## : 7 3T'^W7§ ;KI2 
#1 ft* 5 # U * ^ F, : 7 4 T**3 *l 5 T 3 J WlWM £ 5 *U 

K-ff- F> 9 lT*^Sti-5T^^®U?aS:*t-SjKU^^K, BB#I 

9 2T*S*lST$7MfB^IS:^ > rSJKy^^F, ffi#f#* : 9 5T?3l 

9 9i»*ati*r5 ;BWWt#t«#y<^F, 100 

^StbSr^y^fB^I&^l-SJKy ^^F> fB#!##: 1 0 lT^tStiST 
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y^K> ia^J#-^: 1 0 4T?^$*i&T5^^IB^JS:^1-S3KU^^'5 L K, 1550 
1 0 5"e^StlSr5ySftBB^S*-tSJK';^^K r BB5!I##: 10 6 

*-r*j«u^^K, kot#-#: i o 9T?^stisr^ ymsB^ii^^-rs'Ku^ 

T^K, 1 1 0^£;ft£7S^SB^^-rSitfy*^K, SB?!I 

##: 1 1 lT^S*lST^y^Sa?a ; &^i--S5j<U'<^F, S!^J#^:.l 1.2. 

2(s:^^©d<U Fit, *^^©j}<y F©ttfIE##y K 

Ttt, U^J##: 1 57?^fcSH57§ ; ®fB#li*i& 8 0 %0Lh, $?*L<l*ifo 
9 0 %J£4±> i»Jfil<ttl!l9 5 %J^±©^l^ffiS:^-rs 7^; ^BB^Jfc if # 

mtLxte, ±m<DT$. jmmpion* 

(i) sua**:! 5T*m2ftz>7$ ;Mmn*a>).~i (^atixwu^i 

(ii) ia^J##: 1 5^3*15 75 /$?EB#!K:i~l OOfi (#*1,<»1~ 
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5 0ra> 3e>£«F*L<&l~5ffl, ,fcy«F*L<tt, 1~3«) <D7$SWltf 
(iii)SB#l## : 1 S"Zm2ft&T$JWmmKl~l 5® L < « 1 ~ 1 

om, $e,ic« : *b<«i~5M, ±«j^*b<«, i~3fi) or $ swum 
Aznr~T$smmw. 

(iv> sb^j##: i 5"zmati&T smmmtpo i~i m±h<i*i~ 

10fl, S&C#*b<B:l~5fl, J:»J#3:L<fcJU 1~3«) ©7^^# , 
(v) _Lia(i)~(iv)£M*-a-fc>-frfe7^ 7®BJ?»J&£f;ft t &tf6*i&. 

#9^uTtt. ■ 4 2, : 55, ie#i## : 7 2 . 

#l&^S5tfy ^^F, IB^# : 5 5 S WMM*M~? &t$V . 

W*F## : 9 OT'^StiST^ ^ielH^J&^l-SJKU^^ F&W&W 6*lS 

o 

[0010]. 

©«8BS$ffi!i[?sffi (M^.ti, 79* F^nsim, r-fe^/i/n u wiaftca 

2+ 3£ii, CAMP »JBrtcGMP*«, 4 Si/b-'frVym .: 

g& mrieiKaffiSEtt, swages© y^m-fts, c-f os©^ft, ph© 
«t, gtpt sm-etm&ttzzimirzm&m ^wKans*©*^**/ 

JMfrWlCte, (1) GPR8 (mt9: 4 ; Genomics, 28#, 84-91JC, 199 

5^) % tLfc&GPRsummfcm-vTs.smmm mn^- 4^an 
&y$smmmt.&&®Km-<?>7$swmm*:'£Ji-t&&.&fo > (2) war 
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v<\zmnmzm-(?>T$swmm*ismir2>%®^ u) gpr7 mm& 

%: 144 ; Genomics, 28#, 84-91JC, 1995^) e>*l5 = 

^BB^Sr^SSaSt («T, tt* t^- 

y*?, Vis. UVVfciO ©ijfflia flHMHm Jff»m 

. mmmm. ±&mm. to&mm* m%mm%L. mmmm. mm®. aamwL. 
«f* ^> #&g^> «) . mmm®. tt#*m 

US, #£<ttm 8fc#*fflJ&> 9LJBIHm JffiW»*L<ttH«lttl» 

«a. mj*, m^TBu, mm. *«> > ts#, w, ssm ■« 

mm aaim fla©e>, #si> stm. mm. m. m&m w 
. ±®. /Jnjs) > mm. «m b&j®> iMfc'«m **jfiu tram m%. m 

«BiS <«*.«* MEL, Ml, CT.LL-2, HT-2, WEHI-3, HL-r 
60, JOSK-1, K5 6 2, ML-1, MOLT-3, MOLT-4, MO 
LT-10, CCRF-CEM, TALL— 1 , Jurkat, CCRT-HS 
B-2, KE-37, SKW-3, HUT-78, HUT-102, H9, U9 
37, THP-1, HEL, JK-1, CMK, KO-812, MEG-01& 
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[0 0 11] 

mm** :4T^fc$tisr^y mem zmn&ncm-ay $ s mmm tut 
mm**: 4"e*t>zp,6ys.smmm£te7 o%«±, #*b<tt*&8o 

%J6U:, «fe b < 9 0 %«±©*PlttWt*75 ;W0!« WJMf 

Ttt, -n9!f#-9 : 1 2 6T?*3*lST3 ^HIB^Ji: 8 5 %«_L, «F* b 

<tt$&9 0%£Ul, «fc»;»*b<tt»9 5%g±©TO*ft575 JflM8$l 

@H3»i##: 1 3 8vmzixzTs. smmmt.m&mv:m-<!>T$ smmmt-b 
xi*. mm** : 1 3 s-esawr? yaiBOTt 8 6%jsll, »*'u 

iwhh:'i 4 4T*mt>ztizT$ smmmt.m&®Km-<!>7s smmmt 
its, : 1 4 4T*mt>i<n&7$jmmmt.M7o%]2k±. »*b< 
tt#8 o%jk±> .*.yjf*b<sM&9 0%&>±<?>mm&*rfi-tz>y5.smmm& 

mm** : 4, mm** : 1 2 @bm#^ : 1 3 a^t^tmm** 1 4 4 

tt, M^«> I3^J#^ : 4, fB#I## : 1 2 6, S&Ht* : 1 3 8 tfciZmm* 

* : 1 4 4T*mztiz>7$smmmt.£%ttiKm— (Dyssmmmz^^ m 

m** : 4 @B?«## : 1 2 6 „ @33«J## : 1 3 8 * frltmm** : 144 T?^ 

^ti^y ^ jmmm^^^mB^mnmKmn<Dm^mir^&^^ 

#£b^. 

BB#f## : 4, mm** : 1 2 6, BB#J## : 1 3 8 *fett!B^J## : 1 4 4 

Tjafcsn^r^^KHOT^^KWcra-cr^^iJROTiibTH:, 0) ib?!I# 

# : 4, ®B?!I## : 1 2 6, fB#I## : 1 3 8 * fc ttBB&J*-* : 144 T^Stl 

s7^;8B5i*©i~i 5i (#*b<»i~i oi, s&(c#*b<tti~ 
s a, *»;#*b<i*, i~3« (Dy$;mtfx#:Lt=.ys. smmm, 00 
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U#I#-if- : 4 , WfflW : 1 2 6 , HOT** : 1 3 8 £ fcttg2#I## : 1 4 4 T* 
3?3*l3 7^I?BB?l|£l~l 5ffl ($?;£L<«1~1 Ofl, SP)iCjf$L<.tt 
1~5«, .fc»j#*b<Hu l~3f) 073 Jft#tfftlL&7 3 JWMM* 0 
ii) : 4, BB#I## : 12 6s B*l## : 1 3 8 £ te@B#!## : 14 

4T?^StlST5 ^SB?fJK: 1 ~ 1 5M b < 1 ~ 1 01, 3£>&C$?*L 

(iv) SB#l#-S§- : 4, ffHttM : 1 2 6, fB#J## : 1 3 8 SfettfflW* 
: 1 4 4T?^3tlST$ ymSB3«J*©l~l 5« ($?ib<til~l Of, 3 £ 
CBKIil~5|, J:»J#SL<li, 1~3I) ©7§ /M#ffi<Z>73 y-Bfc 

HOT «B*t, ffl#J## : 1 2 6 ^3^57 5 ; WEB! fc 

est, sb^j##: i 3 a^stisr^ymsfi^isr^-rsse^ @B#r##: 

[0 0 1 2] 

i0g§#oi«7 5 ; wj© e> % 2 o «p;±, f 1 1< a 5 o ia±, &v 

#*-U<ttl 0 0^«±©T5/mBB?!IS:^-r-S^^K*if*W*tV>„ (i 
) ±IB73 ;&fB^J#©l £fc»2MSU: (»*L<«, i~ioim se>. 
{C#£ b < ttgSt^ (1~5I) ) ©7$;m#*$cU (ii) ±fB7S7g&gtf!J 
£l*fctt2MJ£iLL (#£b<tt> l~20lgE i»J^b<»l~l0fi 

mm> s&fc#*b<tt»« u~5«) ) ©7sy6&tf##nu an 

) ±IS7S /&U3W©1 *fcl*2*2U: («F* b<«, l~10fi8g, <fc U 
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e t) ~i 2 3#g (phe) <DT§smmmfrb&&&&T%Jwam*>is< 

ItZO—B* 3 0 1#g (Asn) ~3 5 8f@ (Lys) OT5;lSS^ 
fcSSP#75 yftlWIfclXtt*©— BP, 5 4 8*S (Tyr)~5 9 3#B ( , 
A r g) ©T^ 7^S^e>^-SS^T5 ^OT^J : &b<« j e©-^ ^^^8 : 

4 3fB (Ala) ~8 9 5tS (He) 07$;lSi^e)Wi*T57 

^•rsss^^K, w : i 2 e-c^stisr^ jwmn*p. 1* 

B-(Me t) ~8 5*B (Asp) CDy^y-B»Sllt*6ft*««'T5 7»liWF ! b 
U<}i-e<5-§, *feii2 2 2#g (Cys) ~3 2 9#@ (Ala) ©75; ■ 

[0 0 13] 

(-COOH) , */bJJMpS/l/- i M-COO~) , 75 F (-CO v 
NH 2 ) Ifettl^ (-COOR) OftTtltfeo \ ■ - 

cizi-ex^^i/icfewsRiibTtt, *^;k x^;i>, n-^ntr^ 

i/#n^s/;bfc£<&c 3 _ 8 S/?ny;i/3 i ;]/^ 71-^, o 

if a n -f /i/* ^ >> * f- £ #m v * e> ft s . 

^y*- F, g^*fett*©SP^^ K#C*SBJ8**K:*/l/>K 
Fft*fc^ix^x;H^:$tLTv^s : fo© ; fe*^cDJi<u^^F^c-^*4^^o zio 
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& T-fe^as*^©c 1 _ 6 r^/*^>f/i/*ir©c 1 _ 6 rs/-«/afiat4f) 

5>HMt;L;fc*»©, a^J*CDT5 ^^©«J^Jb©gfl3S OH, -SH 

£ (flittf. if© c 1 _ 6 r;i/*/'f^^H© Cj.gr 

[0 0 14] 

©tctf^snsK («, atm, mmm) («» y^^uiis) ^tr^ 
festittt, mwm u>«, ^-fb*^m, iM).-.fc 

jfalfttt©*IIlB£ Tc \tffl&fr £>&&©# U F©IM8M*K: <fc o TSSBt-T S £ 
[0 0 15] 



1 5 



fBt£4§ 2003-3006608 



#2 002-093096 

> 

*i/<yi?frTJI/n-M8l^ 4 -^fM>Xt KU/l/y* >mm. PAMji 

;VT^ K*IB r 4- (2' ,4'-2?^ h=3fi/7x~^-t 7x7 
*S/«JS, 4- (2',4'-j;>lh^i/7i-^-Fmoo75;if^ 7i7 

.-fs KJHfcb.Ttt, dcc, n, N'-s?>f y^ntr;i/*>n/3i?^>f ^ h\ n-x 
f/i/-N'- (3-ww$;^D!J*) s Ffc2#MV\&*US 

Z.tlbKl:&m&i£tZlt5iZ${bmffl&toM HOBt, HOOBt 

OB t xja.^&SV^iHOOB t x^^l/hbTfekj^ttabfl^TS 

®x^;^^i^cDx^5 i ^^sv^^irtl.e>oisil:©^g^%^:irJb^v^e)^^s. h 
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[0 0 16] 

MiftGD7^>>a©«M^£bTi;iU Z, Boc, t-^>^;i/^-*^ 

A/I/*— /i/. >f ViK^/-^/**^*>«/>K— 4 b*5/'087.W/:r*J/#/l> 
3Kn^, Cl-Z, B r-Z, 7^>f^i'*^!K-il/> K>J7*tn7 

jJsX7-f JttJfr* Fmo cfciftf/iV^ftS. 
*;i/jl?*S//HSa:, T/^fl'X^/Hfc x^;i/, 

^*ci**^;k 2-r^v>^^«fi^©fl:^, ^^%u<i±m^r 

;i/^;i/x;*y-/Hfe)- , /<>^/l/X^-r;i/, 4 - 

K-ftfc if tc «fc o £ 3 £ #T*£ 5 . 

•fey ><o?mm*. mm* xxy festx-f *o t*«t« i 
)v^s=.)vm. x h * 2/*;v^x;vg^if©^^ e>s§#s aissfc e,*x 

s. sfcfc, x--r/WKK:$g , r53S£bTMu «*.«, ^>^S> ^h^fcKn 
fDi/>®7x;-MI*g!!I©«iSi:ltH Bzi, ci 2 - 
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Bzl, 2--h0/<>i?M Br-Z, t -Zfmsl&lZ-ftm^btl&o 

\m?*Jy<D4 ^V'-.fl/OfiMHfcfcL'tli, fflX\Z, Tos, 
-2, 3, 6-hU^fM>f>XM-M DNP, /OSJ/b***/*^/!/ 
, Bum, Boc.Trt, Fmo c fciftfMv^ftS,, 
[0 0 17] 

, 4, 5-b'J^nD7i;-M 2, 4-i?-hn7i;-^, S/TV*^ 
y;i/H-;i/, /t9-hn7a:y-;K HONB, N-fcKD*^?i/$K, N 
-fc FiHri/y # $ HOBt) £©xx-r;i/] fciftffflVMbtiS. 

GRK) #&i:b"n£, Pd-I»*VMtPd-Kia 

7i;-^ ft7-v-^, j**?i/i/-;k /t9*i/vr-/b, 

74 K> 1, 4-:/*;vs?5 i ;f-;K 1, 2 -x^>i?^^--;i/&ir©«fce»«:^; 

TMVM*>*i£2, 4 - i?- h n 7 x^Sttf t7 x ; -;i/^Slc ± u K?'* 

♦ 
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[0 0 18] 

«*T*®«bfc^, ^^Kgt©N5fc5gffla-75 ;SS©#«S©#£IifcVAfe 

&j&©i$fflKov^fcU:iB£iii8i-e&-5. tt-&K:*»j»&*ifeM^ l J^^f-K.. 

sfsit^Tfss. 3CDffijKu f ©««««¥*« s m®. isxmm 
u s^ma©*™*^*-^ s»»tfettt®w 

tt, * < n/JK^rS/*«r§^*©a-*^*^^*»fa©7^3-/I> • 

^ K©7 5 "K#fc H#5C LT, ffiM©# U K, fctt*©»£"< 
y^F©x;*^;Wfc£#S;r.i:tf*££So 
[0019] 

(a) M.Bodanszky M.A. Ondetti, K~f*f- K • S^iZ^* (Peptide Synt 
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4§2 0 0 2-0 9 3 0 9 6 

hesis), Interscience Publishers, New York (1966^) 

(b) Schroederfc.fctfLuebke, "if • F(ThePeptide) , Academic Press, Ne 
w York (1965^) 

(c) K^*©aWfclOfc. *#<*) (1975^) 

(d) fcAt&Efc SflS*§MI»* 1> *>^**®fl!*". 205 
, (19774?) 

[0 0 2 0] 

F'TS^SB?!I$:-i-^-r5 : fe)a)T*$>ti«v\^J5;S%j©"e«>oT ; feJ:v>. # 
MDNA, yyADNA^^'J-, IMBbfc*rj»- IHIBfi3fc©oDNA, 
«f«bfclBB-«l«**©cDNA9>f^9U-, ^*DNA®V»fW%J:^ 

5 f, 7 F&£v\-f*ve&oT%>«fcv^ ttffai/feMJja • fflfi-fcy 

tota 1 R N A * fe & m R N A M ft 'ft H9S b %> © £ M V * T tfHRRever se Tr anscr ip 
tase Polymerase ChainReaction («T> RT-P C R&fcR&^S) fCkoTff 

[0 0 2 1] 

*?6W©jK';^^FS:3- FtSDNAtUTtt, «A« (») U?!J## : 
1 8, @B#I## : 1 9, : 2 6, BB#J## : 2 7, fE#J## : 2 8, SB 
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#J#-3 : 2 9, m&m^ : 3 0, BB#J## ;31, IB*I§.# : 5 8, gB5!l## : 
5 9, U#J## : 7 5, : 7 6, @B^J#^ : 9 3, BB*J## : 9 4 , BB 

: 1 1 4, !BJtJ## : 1 1 5, BH?!I## : 1 1 6, SB^J« : 1 1 7, gfi 
M** : 1 1 8, IB*!*? : 1 1 9, KglM : 120, BB#I## : 12 1, BB . 

: 12 2, U3aj## : 123, fB^J§# : 1 2 4 , fB^rare : 1 2 5 £ 
ttI3^I##: 1 5 OT?«feSft**aB0!l&-£# , f*DNA, (b) BBgftre : . 
1 8, IB^J#-^ : 1 9, W2?!l## : 2 6, fB#J## : 2 7, BBSI** : 2 8, ffi 
^JS# : 2 9, H^raMi': 3 0, flEW*-: 3 1, fB#J#-§- : 5 8, gB#J#-^ : 

5 9, mn&-% : 7 5, laarare - 7 6, sBarare : 9 3, Harare : 9 4, .IB 

: 114, fB^I## : 1 1 5, Haftr* : 1 1 6, HOT** : 1 1 7, H 
JH** : 1 1 8, HOT** : 1 1 9, HOT#* : 120, HOT** : 1 2 1 , H . ■> 

OT** : 1 2 2, HOT** : 12 3, HOT** : 124, HOT** : 1 2 5 *fe 

»hot** : i 5 o •t^tfcsti&mgHOTiiA'f * b y >i;x>i>^#w 

Sstfy^^K&n- K1"SDNA, (c) HOT** : 1 4, HOT**: 
4 1, HOT**: 5 4, HOT** : 7 1 SfcttHOT**.: 8 9^fc$*l5lS • 
»lft«t*D'NA, (d) HOT** : H, HOT** !41, HOT* ."- ? 

f: 54, IBW* : 7 1 ifcfcliHOT** : 8 9 T*mt>Zft&&&mmk. A-f * . 

(i) HOT** : 1 8, HOT** : 1 9, HOT** : 2 6, HOT** : 2 7, 
HOT** : 2 8, HOT** : 2 9, HOT** :30, HOT** : 3 1, HOT** 
: 5 8, HOT** : 5 9, HOT** : 7 5, HOT** : 76, HOT** :9 3, 
HOT** : 9 4 , HOT** : 1 1 4, HOT** : 115, HOT** : 1 1 6 , H 
OT** : 117, HOT** : 1 1 8, HOT** : 1 1 9, HOT** : 1 2 0, IB i 
OT** : 1 2 1 , HOT** : 1 2 2, HOT** : 123, HOT** : 12 4, SB 
OT** : 1 2 5*fcttffiarare : l 5 0T*3l;fo<**lS&gHOT, (ii) SB 

OT** : 1 4, HOT** : 4 1, HOT** : 54, HOT** : 7 1 &fcW:HOT* 

: 8 9^fcSti5^SSBaJilA>f ^. b 'J >S?x> h&^#T^A^^U <5f-f 
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XT-£SDNAi:LT», 09*. «, -Zft^tl (i) BI7!I*# : 1 8, ffi#l## : 
1 9, 1^ : 2 6, 1B^J## : 2 7, IH^I## : 2 8, S2#J## : 2 9, S3 
#J## : 3 0, BS^M :31, flBflJ*-* : 5 8, WW*-* : 5 9, SB3«I## : 
7 5, : 7 6, BOT#* : 9 3, IBgfS* : 9 4, @B#|§# : 114, 

BBfl** : 1 1 5, BM#-i§- : 116, @2#I## : 117, K3tt#-9 : 118, 
B»ff## : 1 1 9 , BSHt* : 1 2 0, S!#|## : 1 2 1 , gB#|## : 12 2, 
EBjrj§# : l 2 3, IB^IS# : 1 2 4, WMtt : 1 2 5 *fcttBBaF*-& : 1 5 
0**3ft«ttlEHaK H»!f**: 14, B0O#-& : 4 1, fB7U# . 

# : 5 4, BH#!## : 7 1 £ &BB#I## : 8 9 T!*fc34x**3fcSWI4:*&7'0 
%Jg*_b, U < tt#?J 8 0 %«±, «fc y L < i£$J 9 0 %Jg*_t, 2 6> I, 

o 

[0 0 2 2] 

^l/^i?- • ^n — — (Molecular Cloning) 2nd (J. Sambrook et al., 
Cold Spring Harbor Lab.Press, 1989) KmM<Z>%m&ifKffi. oT^&oZli: 

A>r^.hy>^x>h^ffi:l4, WAtf, th'JfAiS^19~4 0m 
M, ^f*b<tt^l 9~2 OiiiMT?, 5 0 ~ 7 0 t!, ^*b<«*?j60 

-651C Sr^-To 4S(C *• h >J ? AM^iKr 1 9 mMT'II^ 6 5 1C © 

(i) IB^##: 1 6T*^t)$nST5>'^@a^I5:^*-r5JKy/<^KS:a-K 
tSDNAtbttt, SB?!I##: 1 8 T*fcSft*MW#lfc"«**S DN Afe 

(n) h»h##: i i-em&zn&TSjmmm&^t&tfvtzfrFZu- 



2003-3006608 




#2 002-093096 

( i i immS^ : 2 0 X'&t> StlST * J BWWf fe**** * U "5^* K * a - 
KtSDNAtltii, B!#f##: 2 6T?^*5$n5iS^BH^JS:#^-rSDNA 

(iv) SJ#J##: 2 ^lT-^fcSti^T^^mSB^JSr^tSJKU^^KSra- 
FfSDNAilbTii, HB#f#-t: 2 7 3*1***1881 DN -A 
jfeif#Mv>e>*W 

(v) 2 2^b£*l3y^yMS28J&^*SJKU^:^K£3-K 
tSDNAtlTtt, WW*-* : 2 8 T*3l*>3*l.S*M#I£"3-;£'rSDN Afc 
£f#J5V^*U 

(vi) fa#I##: 2 8T?*t>a*l<5T$^»H5?!I«:^**r*sKU'<^FS:a- 
KtSDNAtbtlt SB#J##: 2 9 T'^StlS^SB^J^^t-SDN A 

fcH#^e>*u 

(vii) BJ#J## : 2 4T^*>$tl5T5 V <*zf* 
KfSDNAiUTlt IS#f##: 3 ItJ^fcStlSftSIlJII^ttSDNA 

fc^#/I^e>*u 

(ix) @2#!#-i§ : 5 6T?^fe$tl57$ J MWM*^ 1r & i£ V 
KtSDNAilbttt, ffl#I##: 5 8t?^t>$tbS^ia^I&^-rSDNA 

fcif#Mv^*u, 

(x) ffl£T*9: 5 7T^t>$*i5T^ymiB?!ISr^t-53i<y^^KS:n-K 
•TSDNAfctTtt, @B^J##: 5 9^fc2ftS&&@B#f&^-r5DNA& 

(xi) 7 aT'^to^tvST^^^Sa^JSr^t-S^y^y^K&n- 
K-TSDNAilbT^ BI81##: 7 5T?*toajH«i*«HI?ir«:Wt*DNA 

(xii) fB?(I#^ : 7 4T-^*5Sti5r^ ^ WMMzlPlrt Kfca- 
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KfSDNAtUTtt, IB£F##: 9 3 -e^toS tlSSS@B^IS:^-rS DN A 

(xiv) fa#J#-S§ : 9 2T'^t»Stl5T^ ^^SB^JSr^^S^U^^ 

(xv) B#rj#-J§ : 9 5-e^t)S^ST^ymSB^I&^'rS5J<y^^KS:3:-. 
KfSDNAfcbttt, BJ^f##: 1 8 ^fcS tlSSSIB^JSr^-tS DNA 

KtSDNAt L/Ttt, 1 1 4 ^fc>2*l6&^SI?!f£-^£-f £ D N 

(xvii) SB^J#^ : 9 7 T?^*)StiS y^BB^JSr^-TS^U^y^K&n- 

Afc£#M^e>n, 

(xviii) gi?rj#-j§ : 9 8T?^fc$tlS7^ JMm&iZ^'fZtfV'*??-^*^ 1 
NAfcif#MV*6>*U 

(xix) SBM#-^: 9 9^t>$n5T^ ^^BB^I&^f SJKU^^FSrn- 
|ft5DNAilbtii, fH#f#-i§: 1 1 7 ^bStlS&gS^Jfc-^t^S DN - 

Afcifaw^ti, 

(xx) fB#I#-5§- : 1 0 0T^fc>3tl£T3 ^ mWM*^-tZ>-ttV Kft 3. 
— KtSDNAi: L/Tli, BB?0##: 1 1 8 T'^fcS ft5*£gSB#l&"^1*5 D 
NAfci?jW§V%6>;ft, 

(xxi) fB#I#-i§- : 1 0 1 fUfcSWT^ ; W»IS*«t**y F63 
-Ft5DNAtLT(i, jSB^I##: 1 1 9 tifcSnsSSIil^&MtSD 
NAfci?jWBV>S>*l> 
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-KtSDNAilttlt SJ#J##: 1 2 0T?^t>$tl5^SSa?!I5:^1"SD 

NAfc£avBv>e>*i, 

(xxiii)@3^i## : i o sTf^bSftsrs/aaBflft*****^^*^*: . ; 

3-Kt5DNAtbttt. fB#I#-£: 5 8 2*l5ig^BB?!!ft-££1"5 D 

NAfci?#J§V\&*U 

-K-T-SDNAi:bTl±> ®B^!I#-^: 7 5^*>StlSi&aSa?{IS:^1'SDN 
A&iftfMV^tU 

(xxvi) ig^J## : 1 0 6T*&t>tStl&TS.JWm#t*'£m-t&tfV'<7*F*3 
-Kt*DNAfcbttt, BB#J##: 1 8Tf*fcS*k**aBOTft**"r*DN 
A&iftffflVS&tU 

(xxvii) BBfl#* : 1 0 77?TOStlST5 ^WJIS'tttS^'J^ Kft 
a-K1"SDNAi:L/TJ±> iSB^(#-^: 1 2 lT*^*>34xS^SIB?Jft^'t-5 .■ 

(xxviii) |B^J#-^ : 1 0 8-C*^*)3tlSr$ ^BtBHfUft^t-S^U^^ Kft 
3-KtSDNAtl/ttt, BB#I##: 1 2 27?^*5StlSJfeSSE5aft^^"S 
DNAfciftf/Bv^tu 

(xxix) fe#I## : 1 0 9 X'mt>ZnZT $ JWBffl*'&**&#V Fft =3. 

- F-f SDNA£LTfcJU @B#I##: 1 2 3 T-^fcS tlSmgf^llft"^"^ D 
NA&ifflW^tU 

(xxx) @B?!l## : 1 1 0 T-3tb c5tiS7^ / BMB*!J ft**** # U K ft =i 

- KfSDNAilbTtt, BB#I##: 1 2 4 ft D 
NAfciftfMVk&tU 

fSDNAtbTS, BB5U##: 1 2 5tit)S*l5Sil5?!l^tt5DNA 
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(xxxii) fB?rj##: l 1 lT^fcStiSr^y^aB^ll^Wt-S^U^^KS: 
a-KtSDNAttttt, SB5U##: 1 2 lT^*)StiSSSIB^JS:^-t-S 
DNA&il*#MV>£>*l, 

(xxxiii) fg#|## : 1 1 2^*)3*iST^yaftBB?!ffe^*1**^U^^KS: 
na&£:*#Evm£>*u 

(xxxiv) IB?a## : 1 1 3^fo3*i.57S -y«B0!lft*#i"*JKy KS: 
3-Ft5DNAillttt, KI#I##: 1 2 1 Tf^atismaiiOTfe**^* 

DNAfcJfjW8H&*W 

(xxxv) f2?!I« : 1 4 9T?^*)Stl.^T^ yHfcBB^&^^ffSJKU 

- K-TSDNAilbTtt, IB?3##: 1 5 0T?^*>S*lSiSM?lJS^'t5D 

NAfc£#JBV^*l&. 
[0 0 2 3] 

#38tl8<&S^ttS:=f-K^SDNAhLT&, M;tk£, (1) ttHRf** : 3 2 
-e^ftSS&SitfU&^-r-SDNA. 3 2T?*;bS*lSifcll - 

SeS&n- FtSDNA, (2)U#f##: 1 2 7 tiS^IB^JS:^: 
fSDNA, 3 2^fc£ftS&SfB^J£/WX h 'J 

NA, (3) '«0!NF9 : 1 3 9-e*aH8llfl«0l**«t«DNA. &&f*S! 

: 1 3 9-emt>zti&M.mmm£HJ * h u hfc*#TT?/w-* 
»aii4:*K»cHi*<z)?gtt€:* , rsaca*t&a-rF , r*DNA, (4) nai* 

^: 14 3T?*a*l*«[afilBW«:**1*«DNA, £ tt@B#!## : 14 3 7?^ 
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@B#|#-S§ : 3 2, MPl^ : 1 2 7, B8#J## : 1 3 9 *fettffi£f*# : 1 4 
3 T?^*> 3 *t S &ISIBJ!I t/W^HJ>J7i>b fe^ff T T? A -f 7 »J *y *T! * * 
SDNAtltil «*.«, **l-6*lHOT#^ : 3 2, : 12 7, @3#! 

: 1 3 9 * fc«fB#I## : 1 4 3 ft &&£Bar£ ft 7 0 %J£LL, # 

* l> < \tm 8 0 %«_L, «fcy#3:L<tt$«j9 0%JSA±, Se>fC« : *b<}i>Kr9 5 
%JBt±«D«Htt«:3fr**aSB!WS:*^ , r*DNAaiif38l«ffiv^&*i«. 

[0 0 24] 

A-f^y^«-s/a>i*, &&®:£^&£v%&^fticgiss;m 

^bdra^— • tfU—~yif (Molecular Cloning) 2nd (J. Sambrook et al., 
Cold Spring Harbor Lab. Press, 1989) lClB^GD:2r&&H{C&o Tfttt d Z. t. 
#T*£S„ TffJRCD9-f ^y-fclfcJB^S*^ »f!fCD«ffittW«lCK« 

M^MJ>yxV.hft*fti:B:, thV9A*t*»19~4 0m 

M, «F*ls<WKrl 9~2 OmMT!, 0~7 01C, »*L<tt«&6jO 

~6 5T3<Z>&#«:5*-*\ #IC, th'J7Al^$!l l 9 mM-eajK««» 6 5T3«D 

3-Ff5DNAi:lTtt, 3 2 ^S^SftSSgSB^I&^-f S D 

NA, SB#J##: 1 2 6T?^*5Sti5r5^mBB?'J&^"rsga®&n~K'r 
•SDN Ail t/TBU I2^J##: 1 2 7 T?g|;b3ftS&gBB?«S:-^*rSDN A,. 
IBfl**: 13 8T»3g*>StiST5ygfcBB^«:A*"rsSeeS:3-K'rSD:N 
A£LT», ffi3f## : 1 8 9T?*bSft**fl6IBR&**rSDNA, KJH* 

* : 1 4 4T?*bSft*73 ;««Bflfc***S»a«=l- KtSDNAfc t 
Ttt, @B#!##: 1 4 3T^;b2ftS:&M^J£#^t-SDNAfci?tf/8V*e>ft 
5. 

[0 0 2 5] 

^IHOSMW*©*^^^ K&a- Ft" SDN Ail btli, ttafcLfeaMM! 
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tiCT'^oTfeiK ^*MDNA, ^;ADNA5^f^7'J-, itflBb 

*^WO^#:©aJ^^ KtSDNAtltlt Hit If, (1)' 

NA, 3 2Tm>3tl£|ggiB^J£/WxM>S?x>h&& 

SSIWIW5DNA, (2) m#im-%: 1 2 7 T**t>StlSigS@ga«IS:^-r 
5DNACDgP#i&g@B#J£;£f5DNA, *fe«BB?U#-^: 1 2 7 3 *l 5 

, S»9*-*: 1 2 6T?*Sft*7$ ;»mt*5Sf fcSatWCHlOJStt 
5:^fSge^&=i~F1-SDNA©«|J^^@BJ'JS:^'-rSDNA, (3) @B#l 
#-^: 1 3 9^*toan»«BBW&*.^*DNACD»^a[|S«»!IS:*'t*DN 
A, *£i*U#[#-^ :,1 3 . 8Tf*45Sti**afiR3atA>fXhU >2?x> hfc^ 
fPTTfA-f-^Udf-fX-i-fiiillBWffcJlfU B8#J#-5: 1 2 6T?gS^75; 

»*«iU!Ifttt8DNA, (4) STST** : 1 4 3 T*^t)Stl-5^SIH^JSr 
^•rSDNA©SU^SSB^J&^ > rSDNA, &&|£S!?tf#9: 14 3T?gt)§ 

?Se&*^SM««:.3-K«DNACD»fi«ai!3f!IS#'r*DNAftif««M' 
BUB** : 3 2, @B#I## : 12 7, K£f#* : 1 3 9 *fef*I2#[## : 1 4 : 

o 

A W ^ U *V >> a >®#&;J3 J: Xf A W X h y > i? x > S &&#fcl:«riS Iff 
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Sfc, KftWO^trnVW^ft^l- F£n- Kt*DNAtLTJ:»JA#»C 
tt, SB?!I#-^: 4T»^Sn5T5^BftIB^J*. 1#@ (Met) ~4 3fg (P 
he), 101#g (A s n) ~1 1 8#i (Ly s) , 1 8 8#B (Tyr) 
~213f § (Arg) Sit* 2 8 3t@ (Ala) ~2 9 5#B (lie) T* 

«*^^Fft3-K«««BBWft* , r6DNA*#*«DNA, ■ 

m-t & D N A *-£m? S D N A if ktl-S. 
[0 0 2 6] 

^f.F*S3 - K1-£DNA©*n-.^>^;8irm^©i8^K£v^tt, rti 

iSS@^^J&^•r5^DNA^^>fV-&MV^T^©PCRffi^C«^:oT^t^i•r 

&Z>Wt±ffi®Zn- F**DNAlW#%U<li£jaDNAfcMv*T*i*l,fc% 

>©#&«, 0fl;U£, =EUfa7- • ^n~->^ (Molecular Cloning 
) 2nd (J. Sambrook et al., Cold Spring Harbor Lab. Press, 1989) ICfBlSc© 

[0 0 2 7] 

DNA0tt£I!3ty0X&'tt, &%l<D*r*jh. Mutan™-super Express 

Km (%mm Oft) ) , Mutan™-K OHO ) ^fcfl^T, ODA-LAPGHS, Ga 
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pped duplex^ Kunkel^©^0^*SV%tt^tl?>{C^i;S^lC^oT 
^n-^-fbSft&TKy/^^FSrn- Ff SDN AttSftCJ: »J sfe, * 

£fe3' *»«CI«HR*JF.ih=i K^iiltfflTAA, TGASfeliTAG^l 
[0 0 2 8] 

KS3-Kt5DNA^5>l(Si:t5DNABiitS:fyttIU (n) gtDNA©r 

<t*-£LTl£. *»Bf**CD^9^5 F PBR3 2 2, pBR32 
5, pUC12, p UC 1 3) , i»«fi*©^§K(«, pUBHO,. 
PTP5, pCl 9 4) , B&ti&^^XS. F («,■ p S H 1 9 , pSHl 5) 

, A3rx.nVjA,X&Z<DMmVj)lXft£<Dm. pAl-11, pXTl, p 
Rc/CMV, pRc/RSV, p cDNAI/Ne o*^Mv>?,^5. 

L/TMv^s#-^•^i, SRoynt-^t-, s V4 o ^q^e-*-, hiv- 
LTRyn^-^t-, CMVr/n^-*-, HS V-TK^n^E- 

cijfte)®^, cmv (im h*#n*>f;t/>o SRa^n* 
-^-*ifS:M^-S©*W*L/V\ 0 ai^xS/xUfcTjgBT-feS^tt, tr 
p^a^E-*-, lao^Df-^t-, recA^nt-^-, A, PL:/n^E- 
lppyn=e-*-, T7?n^-*-&£#, ££#A*7l/;*JH8T?fc 
S PO 1 zfU =E-*~, S P0 2^n i E- ; 5f- > penP^O^-* 
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-fcif, Jg^tf^ST* PH0 5^n=E-^-> PGK^n^-*- 
, GAPr/n*-*-, ADH^n^-jt-i&^ffi L\>\ m£-&m&MMX' 

tfVsFVy^u^-v-. p i ozfu b!tfftiLLi,\ 
tr-t-ns, tfVAtiiais'r+ji. mm-?-*-. sv4 -o*«*y sjs/.gkt, s 

V4 0 o r i i:BS^*rs#-^^$>-5) fc£&^£LT^.5 : &©&J5^S£i:# , £ 
US. j§#*V-#-fcLT«, ^HKnmmaSTC^ OXT. dhf r 

fcW»"r<&»-&#»S) JUk^ C* V h l^iz-'h (MTX) > r>tr^ 

y^wttae-T- («r> Am p r £Bgf3;t- £*§•£•#&•&) , ^vws/^w&si 

^ («T, Ne o r i:IHSS-rS^^*>-5, G4 1 8Wtt) ^tf&WT&JlS. 

dhf r3tte^:KS^Wx-X/^X*-M&£J§V*Td h f rit^ 

m f a • */?mmm, suc2 - s/ymwskiz* m&fimmm 
IS^$>s^{c{i, a yt/av y • i/y-rn/jsm* a-jy$-7 3.ny - */>f 

Z.® * 5 KLXmMZtittamoittV Ft:*- Ft§DNA^tt 

A& '»«M««|3k^«««v^&tu*. 
[0 0 2 9] 

x>>x y fc7MM0AMfc OTttu xj/xUlsr • =i U (Escheric 

hia coli) K 1 2 • DH1 C^ni/-^^* • • if • -^i/B^/U • 7#-r 
5— • iff • t-fx>WX- iff • V • a— x*X— (Proc.Natl. Acad. Sci 
.USA), 6 0i, 160(1968)], JM103 9 W Vv 9 • T t/V 
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•£ . ij-y--^- (Nucleic Acids Research) , 9^s, 309(1981)], J A 2 
2 1 1~Jb • $"7 ' ^^37- ♦ A^i^uV — (Journal of Molecular 

Biology) ) , 12 0^, 5 1 7 (1 9 7 8)], HB 1 0 1 t^-V-^!/ ■ *7 
• • A^H-UV-, 4 im, 4 5 9 (1 9 6 9)), C 6 0 0 C^x 

vVT. (Genetics) , 3 9i, 4 4 0 ( 1 9 5 4 )) £#fflV* e>*l&. 
A?-J\s7>m&t.VX\$. WX-&> Af-fr* - V-ff-JbTs (Bacillus subtil is 
) -MI 1 1 4 VJ-y, 24i, 2 5 5 (1 9 8 3)), 2 0 7-2 1 
;i/ • He? • AjftSrS. 7s h U — (Joiirnalof Biochemistry) , 9 5i, 8 7(1 
9 8 4)) &if#Jf V^ftS. - ■■ 

'BN&fcbTtt, M>tti> *y*nv-ftX -febtf^X (Saccharonyces cere 
visiae) AH22, AH22R", NA87-11A, DKD-5D, 20B- 
12, i/ W "»^nT-{t^ Ji\ > ^ (Schizosaccharomycespombe) NCYC1 
913, NCYC20 3 6, fcf^fT ATshV* (Pichia pastor is) KM 7 1 

[0 0 3 0] 

$k$Mtffl& (Spodoptera frugiperda cell ; S f MB) - Trichoplusia niCDtf 
J®fc3fc</5MG li|i|&fl§, TrichoplusianiCD|pffi3f5©High Five™«B|g, Mamestra;br 
assicaefi3f50D$ifla*fettEstigmena acreafi&OjfflO&fc if tfM^ £>*\.5. #>f;i/ 
^BmNPVffli^tt, SE&*8Nbifflfl§ (Bombyxmori N iffija ; BmNjfflJ^) , 
fc£f#M^&*l3. gtS f tfW&£bTfciU «*tf, Sf 958818 (ATCC CRL1711) 
> S f 2 lifflJi& (#_h, Vaughn,J.L.6, -Y > •• tf-ftf (In Vivo) ,13, 213-217 
,(1977)) fciftfM^&flS. 

(Nature) , 3 1 5^, 5 9 2(1 9 8 5)) . 

mmmmtbx\t. wwcos-7, vero, ?^^z-xaa^ 

*-iNMttCHO (KT> CHOiWSSillifSIB) , dhf rlfi^«f ^?>f--X 
A^^-ttCHO UXT* CHO (dhfr") iflUftfcM&fa) , VWLI 
ft, T7^AtT-20, ?7^5ID-Vffl, 5f bGH3, fchFLftft 
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xj/xynrjaufcjgKftifrrsjctt, -7u*/-vy>fx- if . 

• i-i/B-TJV • Tjtj^rS. — • • iMx^iM X • ^ • if • n-xxx- ( 
Proc. Natl. Acad. Sci. USA) , 6 9*, 2 1 1 0(1 9 7 2)*>i?-y (Gene) 
, 1 7*, 1 0 7 (1 9 8 2)*^{C|B^CD^{C^oTff^e>^i:^T^5o 

;i/ • S?x*-r-f (Molecular & General Genetics) , 1 6 8#, 1 1 1 ( 

i 9 7 9)&i£\zmmo%&izmvXfttt$z.£'&'V£&. 

W&ZBMte&-t&lzii&, «^«, ^V»;X- > • x>if>f (Meth : 

ods in Enzymology) , 1 9 4*, 1 8 2- 1 8 7 (1 9 9 1), zfUiz-Vy 
>fX- yff-if- -f-*/3i-)l - T*-?^- • Wi^WX • if • 
rt-x^X- (Proc.Natl. Acad. Sci. USA) , 7 5*, 1929(197 8) & 

[0 0 3 1] 

o/Technology, 6, 47-55(1988)) &£*KIfB«©^£f£oTfT&d £ 

o • 

h3-;i/. 263-267 (199 5) OWfttSMJ) 'Jf-fOOi?— (Virolo 
gy) , 5 2*. 4 5 6(1 9 7 3)}CiB^©^{C^oT^e>ril^T^.5 0 

Kttwati^iswsfcUTttJiJtffTO^aawj, * © * £ i±g»gstK&tt & 

, «*.!*, f^hVX HTfcttlMB, S/s**£, SfRSgfcbT 



2003-3006608 




#2002—0 93096 



;»S*tlM9** (^9- (Miller) , r)\s • • X^^^ij ;* >V 

•-O-^l/Sfa^ — • S^x^-r-Y y (Journal of Experiments in Molecul 

ar Genetics) , 4 3 1 -4 3 3, Cold Spring Harbor Laboratory, New York 
1 9 7 2) tfffSLV*. iiCjBKlciU ^n^-* 

jc, 3 e - 4 y K v fry v u /iWt<D ± e» s t # s . 

[0 0 3 2] 

ti«tiJ/x'J trM®^ J&SSttiifciKl 1 5-4 8XJT?»3~2 4llfW-, 
«3itf^/l/;*«»©»^ ^#ttjlS^3 0-4 0TCT-$ij6~2 4 ^Kf?^ 

(Burkholder) [Bostian, K. L. -fUiz-Vy ?X ' * 

X- (Proc.Natl. Acad. Sci. USA) , 7 7i, 4 5 0 5(1 9 80)) ^0.5% 
*f'5;Rt'*tt*SD«« (Bitter, G. A. S>, •?Ui/-Vy>fX • • 

if • • TA-rS - • • iM x>w X • - if • :x-x*x- 

(Proc.Natl. Acad. Sci. USA) , Bit. 5 3 3 0 (1 9 84)) #&tf£> 
Jft** «fiS(0pHt±»&5~8-IC|iaE'rS©W*L/V%. ««lijl*»2 0X;~3, 
51CT?*&2 4~7 2HtMff&Vt. MC|»CTa« J f > Stfl i 8:ftrA.«. 

ace's Insect Medium (Gracej T.C.C. ,*>f (Nature) ,195,788(1962)) 

— 2 0%©J&JE4 ; Ifo^£^tMEMi&ifi (WX>X (Science) , 12 2S, 
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501(1952)], DMEMJ&* Ctf-f BUS*- (Virology), 8^, 396 
(1 9 5 9)3 , R PMI 1 6 4 0@i {V*-±fr • *~f • V - T*V *> • 
£ T 1 ^ jjfls • 7y'>x-i/a> (Thejournal of the American Medical Associa 
tion)19 9^, 5 1 9 (1 9 6 7)], 199«i {zfU i/-Vy? ' • If 
• VMNf X^-f • 7*- • If • rWtf-nS?*/!/ • jl^-f (Proceedingof the 
Society for the Biological Medicine) , 73 #, 1(1950)) &£#MW 
pHlt|&6~8T?»SeD##*l>V*. «Ji»»»3 01C~4 OlCTftt 

[0 0 3 3] 

£©*>, i^l^sli: J: y jKU F©)ie»ffim£#S#&&£#M» 

> mam* ^asi^ as«fctf sds-#'j r*y;i>7* f^h 
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[0 0 3 4] 

(a) =E;^a-t;i/M14IS9©^ll 
«itf7?^#> e>ffi#fl5<Z>S8«> b&^S© 2-5 BftKJMR 
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[*-f*"V- (Nature), 256, 495 (1975)) . ICftVtftJIr*- *; 
dfc#T*£*. »&<E3i*fffcbTtt> jKUx^l/^yn-Zb (PEG 

bTtt, MAli, NS-1, P3U1, SP2/0, AP-1* 
£©SlfiiSfr^©#Mffi$Hfl&#&lf &*t<5#> P 3 u l b<Mvx6>^S. M 

v*&ft*3t#maumi!B (MiNiJB) b**JfcWi : 1 

-2 0: 1SJKT?»*J, PEG (f*l/<«PEGl 0 0 0~PEG6 0 0 0); 
i 0 ~ 8 0 %S«<0«ig|7f»aDa *l, 2 0-4 O t, b < 3 0 ~ 3 7 tJ 

, 1-2 0%, «P*b<»l 0~2 0%CD4 1 l&ilBJlWf fc-frtTRPMI 1 64 0§ 
JCU i~i otfo^J&mWfc^trGiTiGtffi (framing («) ) &5VMi 
A-f^U K-v«SlffifctJiil$£#ifi (SFM-1.0 1, 07jC$S^ (*fc) ).&i?&J3 
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. as5H~3ii®, «F*L/<a:iaiBi~2jaiarT*s. jssh*, 

®s 5 %«t>if^T-ef?* e> ci £ t g -s . /w^y K-v»*±»<o«i#flftt 

■ (b) %7?-a-^/irtt#a>Jtfl 

(«. DEAE) ££SlftiK3il& y*53lft IMKtS^H* .. 

5. 

[0 0 3 5] 

aya:fy ^ $/7->^&SS.Hn?A^r:'l tc*fu, tfSro. 1 
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5i^2~63i#{ciiB'fo, it$j3~i oia^a^f^t>ns. 

[0 0 3 6] 

fett^K»cffi*i»3!ft*asi»!is:*'r*r>^"fe>^DNA (j«t, m&©D 

NASrT>^-fe>^DNAi:ISIB-t-S#^$>S) £UTW:, #38l?9©DN AfC 
■ *»IB(ODNAK:*J(»tC«»»<fc«ai»«fctt» ##&{?|CDDNAlC 

if) ©ffi»&fci)& 7 0 %#±, L < itm 8 0 %«_h, J: »J ** U < tttt 9 0 • 

%#±, «%#*i/<i*ife9 5%u±<Dftm&zm-? : £>7y?--zyxQKAtf& 

STefc-S. Ztl&CDT^^IZ^^DNAti, ^CDDNA-^^a^^&MVyT 

#T*C, (a) #$&{$!©# U^^K, (b) *?lffl©DNA, (c) #$fetj)!© 
}5vft, (d) 7>ft>^DNAfflffl)i&|iilStS 0 

[0 0 3 7] 
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*^«!CD^U^^F«, GPR8, GPR7, 9 y h T G R 2 6 * fc&V? 

^tgr2 Gi*z®*mi<b&mfc&m&u<Dumm&&i£mh. gprs, 

5>y NTGR2 6tfeli79^TGR2 6 & 4fCD*UlB<Dft«# 

■fl6oT*«W©*fy^^K*fett*«iB©DNAK:»#3Vftofe»;, 
T S t§-&, * * fe ttRS^ ta-Kt*DMACJI#3l|i- 

, ffl*.tflB9lffi t«, MffijiBMB^ (malignant mastocytosis), ^iffli ( 
exogenous obesity), > U >ffiJKti!£(hyperinsulinarobesity), jgifil 
SUSIES® (hyperplasmic obesity), TSftttlE?© (hypophyseal adiposity), 
ifitl!iffiffi^S(hypoplasmicobesity), TOUMretfTJH8H£ (hypothyroid obesi " 
ty), mj^T^SM (hypothalamic obesity), ^ftM^(symptomaticobesi 
ty), /hJBJBH (infantile obesity), _h^#flE^ (apper body obesity), A*' 
ftI38t& (alimentaryobesity), t£8it&4£TM«t(hypogonadal obesity), 
JMtiSWilllJfiffi (systemic mastocytosis), #*6ffiH3^(simpleobesity), 
M^(central obesity)*^) ©^R&^M.tbT^mt-SZlfc^-e^S. 
[0 03 8] 

*»W®#y*:/^K;fcJ:tMs»iJ!«DDNAIi, .«*.**, £#F , 3lcfcv\T#f8 

iot, (D) JMftC*ai8®DN AS#AU *«W©sKy<^KS:»39ia 
-frfc^fc, KIHIBS:ift#K:»tt'i-*ri:lcJ:oT, Sfctt (a) sMMScdjKU* - 
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Kt£oT> fa: h*fctt^jfiig&®{cS#tSr4:*^§S. *^0DNAi±, -£ 
£%ic*l3!KfcU Jte^^A-f Kn^Af- r^ooJcd^^^-^fcio 

=&9 0%, BU»95%H±, Ayt*Ktt98%«±, 3&fC#S;t>< 

•sawn** z: h <fc o Tggit^- Sit^ts. n 4x & SSMfc w s ^S&jfc&fi 

[0 0 3 9] 
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y=r-;i/fc£) „ $M.*>ttiHfratt*l aKU v/i/*- h 8 o™, hc 

o-sofcif) fc£i:#j§UT%J:v^ itt«tuttt, WHIZ. =rv$gu *s 

i£tmmhx%^\ mar vymmmmm. wm+hvvM 

#3d (iifcf, ^>^7fl/3-^ 7i;-*i& if) , Sfc-ffc ffiitffl if i: 

Srv, *a, -fx. -tf/k fciO C^.l/tfiWli:^**.. 
[0 0 4 0] 

yUMtt&Stf, #«Jtill»«CD.B»T?*»»(Z>*U^^F&AT* : '.' 

-JK^fC^A (60kgtlT) fC£^T», — HCo*«aKU'X 
t^K&f&O. 1 mg~l 0 Omg, *F*L<Ha»l. 0~50mg, «fc UflFS 
L<tt»l. 0~2 Omgtt^t *. &©!*&©©•&%. 6 0 k g^fe»;Kl«|ff 

[0 0 4 1] 

(2) mmKM-t&mmmmitit®<Dx9v--y? 

&y, ftMfttJIMMffl, MK^K, JRtt**ffliirfllXf, 9*fMU*f&£fc 
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S**^* (*»l)!<Z>Jj<U>C^K<0©tt«:fi3t*fettl!a«Ft-*flI#«) .(«-. 

mm> mmftc & 2+ mm. »j»i*cAMP£jft/flriw, shi§wcgmp^^ -f 
; h -;i/u ywm&. mim^mtm. aoaftgeg© u >HMt, c - f o s 
©sttfo ph^t, gtp r sm&m&*}£itiim?&m&*& 

L testis® (Wfe^UKDJKU^^KOftWr^-f J-Xh) 

©W;£ & ft^i* £ © T? & 5 o 
[0 0 4 2] 

£{£^*fc&Pfl^£ffc^2; &«*©&©** y --^^©^flcfllfc bT 
tt, (i) **»<5S»#*fett*©*^^F CRT, i*i6€r*lc*«W 

lH©iKy*:7*K&i^3*&*£i: 00 ±Bbfe*»i»©SS##K:, 
©j«y^^KfeJ:tXttikft-&««:iftMS*fe»^K:firjs, «*.tf*#3&i8© 



4 3 
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[0 0 4 3] 

■ lc*f U ttH-r &£fc£4#l£fc^S#33^©JKy^^Kfc# 

a:ttj|iijia©iwi^ic««a*fe»^i:, ««a *ife*«w©jK u fe <fc 

tfr&CStf*, ««anfe*»iS©^U^^K©KiW»*fettKOTdK:».'r 
ilfflJKK±C^bfe*»«©3Ky^^K©S^#^«a*fe#-^K:fetf*v 

*«anfe*«MB©jKy K-©*«w©**#»c«r^-««««s:«3feu & 
m-t s i t ix £ -r s #*88©jk u * ^ k t. ©s^# t ©»^tt 

(*^©JKy^^K©?Stt2:iE5i*fettiatF'tS^®). * 
[0 0 4 4] 

(d) #»l8©S«#fe8§ttfc*6fli-&4& **W©jKU^^K) & 

#»»©5t##&**^*«MSK*«3*fe»^^» *»W©M#fe»ttftt- 
*ft^»ej:tfl^ft^fe*W©S*#***^*»JliKt8«IS*fe«#K: 

« 
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m 



4§2 002 — 093096 

w*3U>*i, *Rj»»ca 2+ 3tt«, iwcampw» mis^cg 

, o-fosOiSftft, pHfflfiT, GTP7 Sit#igttfci:&{Eirr<&?Stt* 

fettUHW-rsiStt*^) sateu ttii:t-3^£&#^£t-s#3§i£©3}<y'^ 

) **»W©ft#*&=i- F**DNAfc**i**»K*y*fl^*MM-*::fcfc 
**F3/WWL TWA/3U>»; MmtHCa 2+ MM. |1AoAMP£A 

Asajtau >swb, c - f o s ©nstt-fis, p h©4st, gt p r sts^stt-^ 

2f*fi3t"r*flStt*fc.i*lli««-»flH!featif)- fcfflfcu tfi«tf * cm 

««s*ifc*aui©jKy^^K©aF*bv\A##!U4-, c 125 id -e*«a4i^.' 

feBffll** : 14 9 T?3S3tiS *tf >J FfcHtf#tfe> 
[0 0 4 5] 

±sa^^y-=.>y5Era©*#tt*«W€:KTK:-t*. 

*»9!©^^y-->y*aK:fflv^**»i|l©S##tUTtt, 

© # y i-?* f & y k t. h xisfs&f s % ©t-j& ti «fa*i© fco^ottii 
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tlSM^-tDZL tfewe). «S©®##S;£:l<T»,: Potter-ElvehjemM^SW 
^^-Xmm^hm.'i-^^ V-Vytf7U>#- J S>tfV hU> (Kinematica 
ttSSD tCJ:5^#, a*«K:J:*«a*; .7V>^l/^ft^Tfj)llffibft*i<6»llir«l 

£W8ii>&jra*mKOT»^*iSfc £©&>&;& let s frw&wz. t vx 

/BV*e>*lS. fVJBttfMR&fiai (5 00 rpm~3 00 0 rpm) TI ; 

B#|^ (51^, *& 1 #~ 1 0 £0 b, & S & K:iS5$ (15000rpm~ .'4 
3 0 0 0 O r p m) T?®^3 0 #~ 2 B£|I83§J& U mbZl2>&m*$mft£-t£ 

Sfe»J 1 0 3 ~1 0 8 ^fS5CD^jf4K, 1 0 5 ~1 0 7 &3>'Tt&&<DtM8 : m 
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[0 0 4 6] 

is© (a) ~ (c) zmm-tztctoKi*. x3'&*M©Mra£-fc« mm*. 

ffl©#3fciJ!©a*fl«#*^ *feti**i2:PWf©«ttft*'r*IH)l*.S**"li©- 
J&if Sra^-To *KS*tfc#y*:/*FfcbTli, «*.tf C 3 H] , ( 125 I) v C 

14 o , c 35 s] 3&ifT*«{i8snfcjKy^^F&if&WM-rs3t««T*^s. 

ft**©*? V Srff^fcti, *"f*«l«©«*#«:** , rs«IJ»*fett 

^■^-^S^MSi'rS, /ty^T-rCtt, pH4~l 0 (S*b<ttpH6~8 

©|#&&IH«Lfcv^y7r-T?*4xl*v*t^ri^%J:v* Q ##M#J$§-&£ 
{gM£*£B#fe, CHAPS, Tween-80™ T h 9^.t±) > *J 

ft^fJ/nl/- Kfc£©JMSSttjW&A<!> 7 r -Kin** z:t%T*£ 
5. S&tC, ZTU9-T— tf£J:*#»lH©5S##**#E©JKy*^F©## 
S^S@65lt'PMS,F, n>f/<^>, E-6 4 (IZf? FWS^mS?) . ^ 
Xdt^>feif©^ , nf ! -T-«lia«WS:»lD*r*r4:%Tfft*. 0. 0 1ml~l 
0ml ©^l/iZ^^-^IKlC, — gft (5 0 0 0 c pm~5 0 0 0 0 0 c p m) 

©«iianfe*»iii©jKy^^Ffc»»u-Hi»Ki o _10 ~i o _7 M©t*g& 

(NSB) &»sfe©K:^:iaii©*Sf»© 
*^^©)J<y/<^FS:in^fcS^3.-^ 5 bmiti'S. £j&«0T;^e> 5 ox 

, M*b<«41C^P > 3 7TCT-2 0^6 2 4H»|fl|, M£L<&3 0#^e>3t$ 
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<N SB) Zm^fcXVyb (B 0 -NSB) ilOO'ULm 

(b-nsb) wwk&s o%uriz&z&mti!rwzmmmmm 

[0 0 4 7] 

is© (d) ~ (e) ©^^srHis-rsfe&ictt, *$mo$t®fo*ft~* zmmnffi. 
m& (.wz.&. T5*rFymmM. r^jinvymm. mm^ca^mm. m 
mfo c am p^/ffliM, mmr c gmp --f y >> h -/i/ v ynm%~ mm .- 
nt^i^ ffliigi*ige@©y >^ft, c - f o s otsffi-fb, ph©<st, gt 

7t-/77-fc^mb, &mt&®&E*miiai,T--fe®m-(y*3.'<- hbfet 

5. 

[0 0 4 8] 
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->^M^ryMt aM8lf!©£*#*£tt*©tt» sWaE©***©*^"*^*- 
*^0x^U -->^*»; h©«i:bt(t &©%©tf#tf&*is. 

Hanks* Balanced Salt Solution (^^rtfrgJ) CO. 0 5%O */SkWTJl> 
?L#0.4 5*m©7-f/l/*-T?ai«*SfU- 4TCT*«#-TS*\ »*V*ttM 

(b) #»t»©S®{**& ■ - : 
*^©M^ ; &^$-&fcCHOimSS:, 12^1/-F{C5X10 5 I/ . 

^T'l^U 3 713, 5%C0 2 , 9 5%airt'2HH«ibfc%©. 

(c) ««y#J>K ■-• 
c 3 h) , c 125 i] , c 14 c] , c 35 s] &zx-umzftf-*mw<Dtfv*7 

(d) y#yK«WMft 1 
*^t«©^y^^K&o.i%^i/ifli?tr;b^5> (5/^v*fc|§) &-^t?p. 

B ST? 1 mMfc'fcS *^JC^»U -2 0XJT-##-rS„ 
[0 04 9] 

2. 

(a) 1 2j^«««*ffl^l/'--hK:TJS«Ufe*»9l©*##&a3iaii:felBft ■ • ;■■ 
ft, *JfeMiK««l-inl-e2|ir«»l/fc«» 4 9 0 fi 1 (DWfeR&WWlZ&ftK 

(b) 1 o -3 ~i o- 10 Mo>®,mtin®®mzs n. mmzftttm® 
©k^k&5> max. mm.Kx 1 **n*fc 

»Cttlttllft'&W©ffcfoy Cl 0" 3 M©*^^©7Ky "C^Ffc 5 0 lfliJATfc 

4 9 HSU 1 ® 2003-3006608 




#2 002 — 093096 

(c> £/s?K£i&5£u imi<Dm&mm5&"esmm&ir& 0 mm^^Lt^ 

«*a*lfc#»»C!»«U ^^f K & 0 . 2 NN a O H - 1 % S D ST*»*t, 4 

MJtU PercentMaximum Binding (PMB) &7£©5S; tlfcl ] T'ffeS. 
CRD 

PMB = [ (B— NSB) / (Bq-NSB) ] XI 00 
PMB : PercentMaximum Binding 
B : ttft&ft&fel&CDtt 
NSB : Non-specif icBinding 

B Q :^^S 
[0 0 5 0] 

H^tSttBHTO (i) Sfctt (H) }Cf£;ltf«t:V>. 

(i) tufa (a) ~ (c) ©^^u-->^^"e^$*is/iw yrjyif • 7v 
^•rsaIiiaMmm^^s:^bTv^s^ : g7!>^s:^f(!^sf *. jwJBWMistt**^*^ 



■ £BfiE43 2003-3006608 
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<D&®ftzfti,fcMmswm®.zw%.-tz>o mmmmm&titiir &&&&&&& 

5 L F^-rs^SMffii:l^#©#ffi5:^bTV%S©T% ^^©TKU^y^Ki: 
[0 0 5 1] 

*fls-&*, jWjj&»m?R. nwa&ffijju fi&%ifflss!»ffi?s> j&ai«:^*». 



ffi|E43 2003-3006608 



• m 

^2 002-093096 

ustmm (Mtu*> ^?*> 5f k 9*^, t^y, hu 
«fc***-fett-e©*«>tt#*tt, ■*©#«, *r^B, 42^- • 

K©*«fciE3S**<fc-&W«:&T«# , r*«-^ — «ttCJ*A (#t60kgS 
feU) {Cfc^TfcU -BK^gWUh&VaZftSO .1-1 0 Omg, 0£L<»}fo\ 
1. 0~50mg, J:y#*L<tt«fl. 0~20mgfi#t*. 

tcoMffi-Mfcitiro. i~i o omg, tf&KttJKri.' o~5 omg, «fcy 

fl s *b<tt*&l. 0~2 OmgS#t5. fl&CDM©*^* 6 0 kgafc9C 

[0 0 5 2] 

( 3 ) - *»8lCD jK U K©J£S 

©#38i$!©#y F©JfeJfc 4*C#> hM vm&W&mK* 

K«t#K«f#Ufe*Utflsa*ife*l8W©>Ky F©«*-fc .- ■ 
"'»^'*ifc&4^fc«1^**©*»W©>Ky^^K©SKJKS, 
( ii) «** fcfi#±C*«Hfc bfe#»W©«#i3 * tfSHMfcS tife*»W©JW- 

©KEflsi:ftBi»**v%ttaajiflsncKaa'ftfc©'6, ^»fliia*±©«iww©nitt- 

&!MS > rs^iiS:^i:t-S^^*©*^©3J<y^^K©«fiasS:ii«*r 5 



tfitl*f§ 2003-3006608 



• # 



#2 002 — 093096 

So 

±12 (ii) ©JtS&CfcVN-Ctt, -^©«t^*»^©>i<y^^K©NjSgaJ 

y FcDjgg e> d T g S tf *>\ ffl^^^ic «fc S&ffi £ frfc e> r i: 
3 ft mfl^*©*)©^^*)*^ ffifcft 

?®F(ab') 2 , F a b\ feSVHiF a biH#&;BV^%<l:V^ 

[0 0 5 3] 

c 125 n . c 131 n . c 3 h) , t 14 c] fc^tfjgv^tis. ±mmm\ 



tBI£$f 2003-3006608 



#2 002 — 0 93096 

j£«5£©Jl#{cffoT%, H#JcfTfcoT%J:v*bl*IHfe"f &bT*ffco- -■ 

[0 0 5 4] 

^>cH^s^:2M^Sicfflv^e>tl■52^s:^© ^ e>'^^-^;l/S^:^^t, *»w.©jKu-^.-. ; 
*»w©jKy^^.K©cJB»*«i«fs.»'&, i*£jitt?Mv*&*i*$iflti*, . 

o , 

©%, *EJS©«MMfc«(F) fc, tt#fc»*bfcfMWK* (B) fc£#Stb,< ,. 

B/F#«t) , b, Fv^n^©*«****u- «ii«*©«uwi****« ■ 

bTH*fls»t#«:Mv%*Blffifl:tti:# s «v%6#i«. 
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Ate urn A;7^t>fj (atusflu bsih 5 4 , mwmm 

sajjt^j (^2js> (BsmR, w*i5 7^»«) rgx^t 

(#3JR) (ESWK, B»6 2^«ff) , TMethods in ENZYMOLOGYJ 
Vol. 70 (Immunochemical Techniques (Part A)), fi^3?Vol. 73 (Immunochemical 
Techniques (Part B)), IUH Vol. 74(ImmunochemicalTechniques(Part C)), 
HJft Vol. 84 (Immunochemical Techniques (Part D : Selectedlmmunoassays)), 
IHH Vol. 92 (Immunochemical Techniques (Part E : MonoclonalAntibodies an 
d General Immunoassay Methods)), |if$ Vol. 121 (Immunochemical Techniques 
(Part I : Hybridoma Technology and Monoclonal Antibodies)) (Jg^Jt, 7#:r 

[0 0 5 5] 
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[0 0 5 6] 
(4) &fitf*ffr*ir 

Kt*DNA*fettmRNA©R* SMtS^t^ttSCt 
N A * fe »m R N A ©JfiUfc 5 V% ttB^5S#* E ©3tfi*tU«*l £l b T & 

U^f-i'a^PCR-SSCPS (y^^ 1 ^^ (Genomics) , ^5§, 
874~8 79I (198 9*P) , ?Ut/-—Vy!fX ' ' ' * 
Tfi'rS. — • -if>f X> S/-f X • - 3.— x;*X— (Proceedingsof the 

National Academy of Sciences of the United States of America) , §8 6^. 
,2 7 6 6-2 7 7 0M (1 9 8 9*) ) i UAHM-ft 
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[0 0 5 7] 

(5) 7>ft>^DNA$:tft5ll 

[0 0 5 8] 

(6) *^9!©^S:^t- SBOH 

JiM^ if ii b t^jb -r & r t tf-e $ s . 

e#*f^, *f&&m, #tfc te#;i/-h«iirjcj:o-c 

ffittfclUJSkbT, l»0.0 1~2 0mg/kgftigE #*L<»0.1 
~1 Omg/kgMIS. <SP>K:#*L<«0. l~5mg/kgftligS: 

, i a i ~ 5 ^i<ttiHi~3 ®mm> mm&&K. ± y##fs© 
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• _ • _ 

#2 002 — 093096 

o 

Scan, a-f-zntn (v7iA^t^m) , s/ay^n, am, 

[0 0 5 9] 

SimttMRSIttk ftTtM JSWMI $&aiS>raJ, /SaS&fJSJfcif© 

, #r*.& r^/=t-;i/ (0L x*v-/i0 , >Ky7/i/3-/i/ (03, zfu^vytr 
Ua-*. /Kyx^l/>^y . #^*:/#MifiS«affl CM, jKUV;!/^- 

h 8 0, HCO— 50 (polyoxyethylene (5 Omol) adduct of hydrogenated c 
astor oil) ] &Zt.W%LT : b£\<\ th&XMsXtti* dN'Jft, *S 

£1- S d i: fc <fc o THIS 3 ft 5 . 
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$£2 0 0 2-0 9 3 0 9 6 

t», mm. urn* *y*A*i. &mm (ryzfM > smtk£im*zft* * 
tiztw&mmmmm fc»;»*5~5oomg, tvt> ttmmn \t 5 ~ 1 0 

Omg, *<Dm<DfflM'Vl*l 0-2 5 0 mg<D±mtfLfotf'£Jii*tlT^Z>Z.£tf 

[0 0 6 0] 
(7) DNA«#i|| 

*M©4*feDNAifcttf®^DNA&ft5^K MUSLIM (JETF, ' 

J£8|BiBJBIJK«f) C 5/ 'U4f7xjr2/a^'tt ' 
V**n>f >#x:irs/ a 3>tfc. /t-^-f >? fr-ftv^ DEAE-f*- ; 
xh^^HfciUi^iitSDNASiitSiiifciotMnri:^ - 
t'ts. Sfc, *DNAfi»]&}Sicj:i;,.fl!iE £ft®M«. ffiMUffiaj&ifK: 

awt-rs^w^^tt-DNA-feCTu mm*, ^Kfriffi-rs 

S^#**fe$* fcyfcWvJx («*.«, URtbT, C5 7 

BL/6m DBA2JMJftif, 3?3t^tLT, B6C3F,m BDF,^ 
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ffi, B6D2F 1 ^M, BALB/c» ICR*«filiJ) Sfcfcte^yh (09 
fcif. Wis tar, S D& if) 

[0 0 6 1] 

^ISOlMDNAtbTlt 7C©*»9l«>DNACDtti6B»ilK:3E* 
, #&&&%©, &g©ttitK flS©&g^© 

3R3**DNA;k£jWav*&*l*. 

#*8ifl©*3fett D N A », MMt-tzMWt. mM& 5 v*«M@© if & ©WJL 
flfrtt &&© % CD TJ & o T *» i V \. 2fC^ © D N A & ftMft tC«# 3 K & tc 

o T tt, Idn a SiilKMS* e> * rfn * - ©TSfccUte b fe D N 
n a rn fcsHHttjWv^jswoD n a &4r-r«M«m. 

If) ^^©DNA^^^-areiS^^n^-^-^T^fc, 2fC^^(Dt hDN 
A^LfeDNA3>^h7^ h <«, ^<**-fcif) fc*Mfcl|ML»*©2» 
IP, «*.«, vtf*g*itSP'vr>f *n>f >i?i^i/3>tSiiHC*oT*|H!9 
©DNA4iSf^t5DNA|s#ilLiiS:#ffit53i:^t§. 
[0 0 6 2] 
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#2002—093096 

(b) #tttt&flt<Kf (tK -f5t, tM^K )\k>7s 

7x9-1?, lfil/jN«fi*^H^j8> 4r9*>Kl. K10fc<fctfK14, 35 
-^^iMfeitKI IE t>f^'J»;?AMPft#ieS#t-g|5 i-^-^o.- 

, ^-hU^A^'J V&TtJ 2/>3 U ^MMHHK (N a, K-ATP a s e) ,. • 
^— eifflUS-f >fcfc?#-, MHC^7^I tflM (H-2L) , H-ras, U 

F-r<$y p -imttmrn, tp*****-***— * (tpo) , 3j<y^ 

5*3/>««lfeJ:lF2, 5xy>S«SSe®, ^n^n^y>, Thy-1,= 
^^n^'J >, HfcTO» (VNP) , Af75n^FP.3VJK-^>h> ^ 

±|B^^^~tt, DNA]!g#ltlLI*tl^CfeV^TBfi5I^: > rS^^^2>i;•V-RN^ 
#£b<, «*.«, ^^>H/^ft*feJ:tJt#@iiS^«l#ft^©#DNA©®B5tJS:M 



ffifE^ 2003-3006608 
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[0 0 6 3] 

«i*l^iiSBJiaa5RRN A<t U^SKD^rttlCj: ywstitfflDNA ... 
WtLtSlftSr^^MS. ££u ^5Rffi©MSDNAtt, ±K©*H1B.. 
* fc J: U # 6 ft fclE* ft* U F ©WK«« & j&&*SEII»58«K: «fc ; 

KHf?ffi«li«#»«K:fev^T»Kb-5*DNA3>^ h£L,T, IfffB 
DNAX^W^S^iUfWrs^fctfT?**. 

t5rt&tl*t5. *^(Z)^'^4DN.AS:^^•^i^V^^Cl©@<DSir^&©-? ; ^« . 
*©K#*«fiJ:tf#lllIJB©t'^*CK:*»W©»*ttDNA**^*. 

D N A fc jSfftCfia*^* 3 i: S:5|fgL/T> SDN A#:fr|&&i: bTjil£©$iW^ 

S»W«Itt«BK:fe»J**»W©^ttDNA©«t^tt, »*WSL»*©K# 
IDJBfeJ:tf#jWlB©±TK:il*!K:#«"*-*i:^K:a#3*i*. DNAWO^ 
ffi»«©K^jWI»»cfe V^T*»W©^*ttDN A^SftJIlKl^-rs ^ £ tt, f^ffi 
»*©*»««*T *©BMflre* £#38fB©*MM£D N A Srifi 



ffifE4# 2003-3006608 
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a 

0>mm^ttmt 2> Z H K. J: >J t-^X ©WSEDN A feifitlK:^ S <fc e» tCiS5@ ■; 
[0 0 64] 

■^BKOiE^DNAfe^-rSlPll h«SL»«tt, *^WCDiE^DNA««lS^ : 1 
2 g> tvT 23 »J , t*Pftffi©iE?£ D N A ©#|g £ 3 £ JC <fc »J S&&K:#I8 - 

IB©* u ^©fcSBfiiijE&SfcEt- V. *©&jS^-5 s /l>Sfr&£ l> : 

xmm-t sit^-ets. #&tB©iESDNAifg#i&MMv^, 

■ ttDNAft5K*C«»^«i-fcS:1«abT«DNA««»«fcbT»»©flTWI; 

ijiJ^fe<fcWMBO^TfC^^©^DNAS:^ > r5 3i:$:Sl*'rao #38f!& 
O^ttDN Afc5tW*v>«i©«flD»*©?*tt, *©E3WI»fc itHWIJfi 
<D^TC#»»0*»DNAm5. #ADNAftffi|9i|SA#©lll*k:#OJh 

*E-b*>f =r- h«j&3t#b, £©«iai©»&3:&BBi-« s fcfc«fc y -t^T©^ 



ffiIE4# 2003-3006608 




4#2 002-093096 

[0 0 6 5] 

*Ii0MfDNA5:ftS#t httAMtt* *9i«®J(*DN Affirm 

SiESsKU^^Koaigia^ (dominant negative^) fc^-tS^^I/i: 7 

±«2«RO*»9l©DNA«#tt«<O^CD«CD5W«lfiBttiib*C, M " 

(b) ^^©DNA|g^i&%©^tfiCDDNA=fob<ttRNA5:i|[^ff , tS ' :< 

(c) DNAS^rSjjSaa©IBMSMffii«l*SIS«K«I:U*#L/, 

ffl b t, ■■-« \zmmmm*ffim-fr e> ©^©afg© was, 

(d) ±B (c) i3*g©»B§£mvN££tfc<fc5^^ - * 

(e) *»W©^^U^^Kfe^JSt»i»fe<fctF*©^#Sg&4f^^fe*i 
5. 
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[0 0 6 6] 

Amm*£ftK bm$Lm®>*. ^mmnanmrn. ftmm'pm. nm&mmnmm ■ 

i&^^t-S3fc|§m«)DNA{cA^ic^S:in^.sz:iitc«fcy, dnacdi&j^ 

ttSr^^lcSI^S-tirS^tKlJ:';, DN A^H^K^^cOjKU ^y^F© 
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5 3££<fcoTfTfce>3fctfT?£5„ 3 *l£> COSMIC «fcy. 

«fc tJ #!&(£© ^ v V 7 h D N A ZftM-fnte £ V*. 
[0 0 6 7] 

U ZtD^vymftlz^yfrj i/ym^fe*. /W ^ny^i'^itie? 

^^ilt-S^WSM^, &£V^il a cZ (/3-#9? h2/#-i?3t^ 
) , cat n^A-7x^3-^7"fe^;V h^>^.73i^-€it'g^) fettft 
£ T £ UjK- * j* At"S 3 £ «fc »J y ^©aig fettOTS *K 

fc-SV^X^y^lH©^ >bn>»fi-KlJ|^?-(0«^S:«HSa**DNAB»a ( 
0ff;tfc£>. polyA#Jni/^^3&H) S»AU ^^yt>^-RNA^ 
< S 3 £ <fc o T, ^fi&tcat^Sr^'fS £ 3 KH»* b fe D N A 

■4 y a yj^Hr&'S —ffy^rJ y if ■^■■P $ — _b©DN AiB?Uii # —ffv 

■7-4 y *f*>?9 -mizmm v fe^ts© d n a &#©&«£«© d n aib^i & 

^9>fV-i:LfcPCR&lC<l:y^«fb, -^r^bE Sffl&ffll 

f -5 r i: tc «t »j #5 r t&X'gz. 

Ttt, faj&©i:5fc5SEK:M:ft2ftfc%©£ffi^T%J:<, *fe^*IJ Eva 

3I£> -JK&lCttl 2 9&©E S*BJ»#«ffl3*lT^*#, 

W&fr&E S»|SS:^#-rS«iif©@»T-«^«, C57BL/67^C5 
7 B L/6©fi?|PfS:©^^S«:DB A/2 ^©^ICfcUaSc^bfcBDF^^ 
X (C5 7BL/6fcDBA/2i:©F 1 ) fc^T^fSCbfe*)©^ 



&IiE$$ 20 0 3- 3006608 



• • _ 

#2002—093096 

C 5 7 B L/6 V^fcHrJUcJ^o©^ ZLft&MVT^tlfcE S 
"T«ii:T**©3ie»ir*&C 5 7 B L/6 V>XJC^X.SZl^^priBT*feS^ 
ESlfiSfiEtSi^ -jKCttg»Sfe3.5BB©JfcSI&&&J§-r 
J:<#fSt©&»E£^#:*5£fc#T?££. 

c*T?s*3ew*<ii<i©wai«:«fe^ii:« { a*Lv^ 

[00 6 8] 

.■ ■ «sbMir*:-*-*©»c*&i o 6 m<t>m8&mzmh 

Tv^fe©^c#LT, i an.--i«oB sMjiass: 0&5 Offl) T-8ft?©T?, «§| 

#lfc©Mig^£J:y:f?e> So E Sifflj&©^£#I8tttIE^!8t© 

10 0%^M*bv>^ «S£©IS©#a»JI#^©g8«-hffllll«5^tt, ESiffl 

jftoae^&y **79 hbfc^, ieahm. («*.«, 7wttt»ft«(«*2'' 

«, STO««fca s »ffll©J:da:aa3!t7-f-4r-iWJ«Lh'7?LI F (1-1000 
0U/-1) MTtcJKKstf^JSMA (#*L<«, 5%|£®#*, 9 5%^* 
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mmh. mftmKiz. mx.\** h'j^»/EDTAii a«o.ooi-o. • 

5%h'j^»/0.1-5mMEDTA, f*U<(j;»0.1 % h V 7is>/ 1 
mM EDTA) «fc »J JMBffi U SffctCMifcLfe^ -#-IM6LtK:* 

at- s e>*is. d©<fce>fci8Wti:, a«i -3 b#mt&^#, z: 

*©#>f yCDHSatC4)-fl:S-&-SZ:i:^prtg-e^y [M. J. Evans&tfM. H. Kaufm 
an, *-f^- (Nature) S292#, 154K> 1981^ ; G. R.Martin ^ni/-f - _ 
^ y>f?s - *zf - ±*sn±fr •7Af5- • t-fx>^ • n-x;*:n- ( 
Proc. Natl. Acad. Sci. U.S.A.) ^78^, 7634H> 1981^ ; T.C. Doetschman 

7*02?-, S&87#, 27R, 1985*3 , #fgf8©E SlHJfiS:^'fka*T»&*l« < 
[0 0 6 9] 

*8IS(iDDNA^Mt MfflmRNAl^WSS " 

*i§ra© d n Aim*±& t h tt&rait, «*. tsra&© * e> k l x&m i> . 
Ate j: y * ->fy n y tr* * * -©*^© d n A-^jfttflsa titc d n asb 

*«BI©DNAfcA*ilft*»<5»iar«Jftit«:a'B:*ri:lcJ:»J, #38l$!©DNA£ 
D N AfB#f& - y £ b fciMF^/W ^ U #V a >fi?«f* fctt* - 
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ft 



#2002-093096 

v * * E&5fc©#3£i5!© D N A&M<D5fc®mm<D D N ASH?[| £ & 7^ -f V- £ b 

n t fe^ts© d n Am & %» onifi £ ©m#^ & s *i s * * ^mm-etb s. 
^^Aai»K:^Ms*^fc*^©DNA.m^%oimia-e#^s*ifc««:s^ 

u ■en&©«fiF3^6*j8m©xKu^^F*fe.tt*»w©M#©* 5 E»3a^ 

[0 0 7 0] 

D N A&ifc 3 £ {C * »J # >y r >f > ^ * 9 - WtC^A 

x-y^*t M*SU»*»cas^T, fc J: y#3Bi£©DN Affile 

^M©&S%©£^^r3££K:i:y#e>*i£ 0 

z<d&$\zlt*&w<ddk a&; y try htsnx^zmmt. 

■TW**Tf«nWHft * d d H % S „ ■ ■; • • :>■: 

se,fc ^5®mJ(^©Bt^#fe<fctK«^^^cov^T : fcms^c^^^i«tv^ 0 
m^mitDNAa&Gir&MMammz&m't&z't.iz&v. kwdna% 
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««Tf«!Wr*ikK:j:y So /\^nif-fdr- him© 

*»iH©DNA38«3p?Sttflsatifc#K hm%wjwm$mM\z> #38U!©dna 

[0 0 7 1] 

(8 a) xmrnouN A<Dxm*m®&£Kmm-tz>mmizttvxmm - ^mtto 

Jg & * f -5 ffc-£#© X * y - - > ^ %m 

#-5U «»«©Xftfc« #3&»S©DNA©& 
&© 7. * y - =. y Piste £ m&ir s . 

T$>J:VV 
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[0 0 7 2] 

[0 0 7 3]. 

IMHIrojfim#l!r i o %&±. ** b < »*& 3 o %js*±* «fc y *F* b < ttifo 5 

*-*fc^tbT»w-r<& 

bv*. rcD&fc&fcb-Cii, &fe y > * 

nu*>.afc, vu^f^i, 3A?i, *@5$*> ^x>k, y>=fgfc, - ■ 

ttttJUWfe 5»;K 7**, fr**, Kyy, $ 
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y *«Hrt*T«*t5f^, -KttCjfcA (#«6 

OkgiibX) ©JBtffCfcv^THu -HCo«Kfl;^«6»p.l~l0 0mg . 
, 0*L<tftKrl. 0~50mg, ±yff*b<«:*&l. 0~2 0.mg«*t* 

•rs-fb^*feffiSf?B©»Tas«A (6 0 k g ©jg^m#tc«#-rs. 
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, mm* if) *.©*, *«v*tt#aaii <«*.«, iw* m 7u**yn. ? 

, ;**>*;b3fc:y^ /<>^>^;i/^^SJjS;H) £<D&& Ztfm^ 

[0 0 7 5] 

*»«©DNA|C*f^S^n i E-*-?Sttfc<li3t"r*flS-&**fett*©*tt^ 



ffiSE4f 2Q03-3 006608 



• e 



#2 002-093096 

**i!i©DNAK:*+»^n i e-4t-«tt*ia»'*-S'fl:-&«f*fett*©. 

[0 0 7 6] 

ttttAIMfe 5yK vtfx, *e>*esrK tyy, -f9<vtr. 

.■«ft^**feB:f<Di©«*Ill *f^m, &^;i/-hfc£ftc£ 
yHJIii&stf, «it«v *»W©DNAic#"r*.^n i e-*-fStt&fiiai+* 

X\t. — H &CO Stfrffr&flf &#J0 . 1~1 0 Omg, #&t,<ttjKU. 0—5 0 

mg, ■ *yff*i/<»i»i. o~2 omg|g#-rs. #«R»lC«^1-**^li 
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(T) JfcWi%b<ttiOSS 
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tfcj*CD#*«l 5*C-&J«Stlfek hGPRU#> F (1-2 8) 

CStfUM : 2 2] 

1 6 h G P R U F (1-27) CD7$ 

vsmm* 2 3 ] 

■■fte*<j>##wi 7i?^$tifct hGPRu-if> f d-26) (DT^jmmn 
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&3£©###|5 6*e£-fifc3*lfc [N 0! -Acetyl-Trp 1 ] -fchGPR 

8vny\t (i-2 3) ®75;iBi5iJ&Bt. 

0&W*# : 1 0 7) 
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«&CD##fi|5 7T*-&f8,Ztlt=.il hGPR8 U#> K (2-2 3) (DT^JWtm 
C@B#I##: 10 8) 

«0#fM5 8Tf-&«anfet hGPR8 U#>F (4-2 3) ©7^ yg&IB 
CS!M## : 109) 

tii(0#fl5 9 T'^Stlfet: HGPR8 V jtfy K (9-2 3) (DY^jmM 

(BB#f#-5§- : 1 1 0) 
t^«)#t«6 0 3 tlfcfc bGPR8 U#>K (15-23) 07^ 

m?m^ : 1 1 1 ) 

t»0##M6 lTf-^f&Stlfc. [N-Ac etyl-Tyr 2 ] -t h G P R 8 
U*>F (2-2 3) CD7 
Ctt»ff## : 112) 

&M©##M 6 2 tlfc [D-Trp 1 ] -thGPR8)J^f>K ( 1 - 

23) ©73 smmttrnt. 
tmmtt : 1 1 3 ) 

Hi£©##0!l6 3T*-£-J5fc3*lfc [N- 3 -Indolepropanoyl-T 
yr 2 ] - thGPR8'J^K (2-2 3) <DT 5. J &SE#J&jS'to 
tmm&% : 1 1 4 ) 

(SMtf : 1 1 5) 

m&m*§r : 97t?^3tisT§y ra$r £ n - Kf & sssib^j s^-r. i: 

CfB#J## : 1 1 6 ) 

: 9 8^S|i575;ilIS3- Kf S&SBBTU&jSf. 
(S3^[#^ : 1 1 7) 

M0ff** : 1 1 8 ) 
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[@2^I## : 119) 
(1B3W§ : 1 2 0) 

tmm&% : 1 2 i ] 

m&m^ : 1 2 2) 
[U?!J#-i§- : 123) 
C12^I#-^ : 1 2 4) 

Kaj#» : 1 1 oT-^^ti-sr^ smmmitn- ]??&i&mmmzm?. 

CBB3»J## : 1 2 5) 
ratf : 1 2 6) 

CSB#[#-5f : 1 2 7 ) 

hfi5feffMGi5r>^^fE^M^-fe^^-^>A^®TGR2 6 ft-' 

n-F-rscDNACDIHSIBW&jiVr. 
tU#[## : 128) 

«T©##M 6 7 ca3»<5 P C RSf&Tf&JB l/fc^-f V- 1 0&g@B#l£^1- 
CB0tI** : 129) 

o 

mmm% 1 3 0) 

KTO##M6 8{C;§3tt£TGR2 6^CHOMJ}a©TGR2 6 Ix-fe^-it 



ffi!E4# 2003-3006608 




#2 002-093096 

mnm^ 1 3 1 ) 

«T©##M6 8fCfctt5TGR2 6&3!CHOj&iy&©TGR2 6 Uiz7*-3t 
CS2#I«: 13 2] 

KTOttil 7 5 tcfctts P C RfiiKTM Lfe^^^fr-CDiftMWfejR'r. 
: 1 3 3 ] 

JBtTO##M 7 5 (Cfctt 5 P C Rfcl&'Zmm v-©|gSSB^IS:^-r. 
CKJlfS# : 134) 

£TF©###J7 5T*#e.*lfeV^^TGR2 6 Srn — FtSDNA© 5' _bSg3g 
CU?II#-^ : 135) 

«T©##$f 2 4 ICfcttS P C RSfE^^M Lfc>^ v-CD:&gBB?!IS:^1V 
CUJff« :136) 

KTO#fM2 4 fcfcttS P C RMfST-^Mbfe^9>r sr-©*3IS0!Jfc»**. 
(H#I## : 137) 

KTffltti 2 4 T?#e,*lfcV>^^T G R 2 6 5:3- F"f 5 c DN A©JSSIB^J 
CIB^J## : 138) 

*^©V^Xfi3ftif^GiJt>A^®^Ml/-ky*~^>/1^WTGR2 6© 
t@B#J## : 1 3 9) 

*m^©V^xa^«f^G^>7t^K^S!U'-fe^^-^^A^^TGR2 6 & 
n-FtScDNAfflSilJiJS^t. 
CI2^J##: 14 0) 

JS*T©###f6 8[Cfe»5TGR2 6^CHO||l|Jil©TGR2 6 Iz-fe^^-Jt 

W Srii^-rs^lc^Mbfe^n - :/©&gSB?!J £ as*. 
CIB^J## : 1 4 1 ) 

thGPR7&a- K*t*<5 cDNACXi' U -ny^fcttJS IfcMDN A 
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•to 

: 1 4 2] 

tbGPR74a- K-tS cDNA0^i"J-C>yK:ObfcMDNA^ 
f= 

CIH?II## : 1 4 3 ) 

mnm^ : 1 4 .4] 
n h g p r 7 ©£r 5 y mmwzB-r. 

CU?Wf : 1 4 5] 

*9£ hGPR7DNA&^i|@1-5©K::/9-fV-£LT&Ml/feDNA&^f3 

mmm^ 1 4 63 

g *fl t h G P R 7 D N A £ if «g ? 5 © fC ^ ^ T - £ I, T ^ M b fc D N A IB 

(SB?!I« : 1 4 7) - 
H h G P R 7^CHOiffilia©G P R 1 mte*mLSL*m'RLlr % ? 4 V- 
£ LTM^fc^jfcDN A©IB#I£5s"r o 

CSI#f## : 1 4 8] 

H hGPR 7^CHO«fflllSfflGPR7^^3Sfi&S!l^'rS©^^9>fV- 
(iM^: 14 9) 

[Phe 2 ] fchGPR8U#>K (1-20) ©7 ^ SMmn*B*. 
[1!^J#^ : 1 5 0) 

m&m^ : 1 4 9-e^sti5r? y^ia^isrn- K-rss^aB^jsra-r. 

[0 0 8 1] 

W&O^m^^Mh^tcm^MMW. Escherichia coli DH5 a /pAKK0-GPR8 

±WLm±m^mm-\-^w 2- 1 7-8 5, ja-H&A&i^m (ifo 
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) K2 0 0 1^2 M 2 7H^£Wffc§#I FO 1 6 5 64tlt> &$£®o< 

t>^-|C2 0 0 1^4|ll H*^g|t##FERM BP-7540£lLT 

ta©##«|2 8T*#e>*lfe7£SCii£#l#. Escherichia coli T0P10/pCR2.1-TO 
PO Human GPR8 Ligand Precursor}*, ^K^BR^jUE+H^Clirr 2 - 17-8 
5, Jtf©&A3§^W2Sm (I FO) 1C20 0 l*2^27g*6fR*#IFO 

l 6 5 6 8i:tT, ^mo<«itmi-l-l «I6, «Si:«jft»AK 

FERM BP-7 54 4 fcUT, **V?:M(rK3*lTV**. 

^k&G9##$[3 2 7>flF£>;|l&?g9ME&tt, Escherichia Escherichia coli TOP 
10/PCR2.1-T0PO Porcine GPR8 LigandPrecursor}*, *BUff*E"*Se;iriZ+S* - 
HT2-1 7-8 5, JtfEBttAJMHHKft (IFO) IC200 1^2^27H^6 
^ft##IFO 16 56 5i:bT, Wo<OTSl-l-l ***6, r 

mftftmmAmmwfimarmftffi 2 o oi^air 

B#&gf£##FERM **l**l*rtea*VCV**. 

tl©#fi3 6^#&tlfeJ^jPt<EtlM*» Escherichia coli TOP10/pCR2.1-TO 
PO Rat GPR8 Ligand Precursor^:, *&J??:*|&TfJ&/r||2+H:fcHJ 2 - 17-85 
, WEnSAAVmm (I FO) K2 0 0 1*2J|.2 7H*»e>«K*-*I FO 

1 6 5 6 7, mmm-o < amm 1 - 1 - 1 tp&m e , stct« mmAmm^mm 

&m$Zffi <ft&£.® ! gm>>*-K2 0 0 1*MJ! 1 1 B>&gf6##FERM 
BP-7 54 3tbt, **t-?*l*KS*l?V^&. 

^M©##M4 lT'i&^lfeflii^ Escherichia coli T0P10/pCR2.1-TO 
PO Mouse GPR8 Ligand Precursor^, ^RS^figr^^/K^+H^Hr 2 - 17-8 
5, ra^A^WS^m (IFO) {C2 0 0 1#2^2 7H^&^lt#^I FO 

1 6 5 6 6i:lt, ^mo<«rp^l-l-l *^6, afcfcfT&«A& 
§i£fl?ri!®-£®fSfc;?r #fr^^ft-fe >#-£2001^4J!llBfr &5£t6S# 
FERM BP-7 54 2ilbT, •etl-?tl^K$tlTV>S.. 

^jZ&CD##M6 7T?#6»tlfe0ei^SI^ ^JBM! (Escherichiacoli) DH1 
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0B/pAK-rGPR7}t 2 0 0 0#1 0|31 H &*Rj&*RrtfifcmB 
t=W2TI 1 7f8 5# (#ffiff5 3 2-8 6 8 6) , JtfEB&A • 
^ (IFO) (Cgftff IFO 1 64 9 6kbt, 2000^1 1^1 30 .. 
*&a^«0<tfTtn|ClTBl#«l (iff#3 0 5-8 5 6 6) 

S«B6£#X^XSWB[«WSim (N I B H) ) tCSI6## F E RM B P - 7 3 

6 5 1 LT-en^tiWte^nTVNSo 

flfc3*CD##«2 4*e#&nfc«K«»# *J@Si (Escherichia col i) TOP 
10/pCR2. 1-TOPO MouseGPR7it 2001^9^203 

frb±mffi*miW\m-i'Zi*ttS2Tn 1 7#8 5# 532-8 6 8 . 
e) , Mm&A-ftwmmm (ifo) £stfi##iFo i 6 704tit, 

2 0 0 1#1 05 1 5H^e.Mo<«^lTg #*£6.(»fi 

##305-85 66), aasiffia&A^msflSiis^wsfem 4*»fe«»te-t> 

#-£gi£##FERM BP-7 7 7 5-fcL-C^*l j m^ffi$*lTV>S 0 
[0 0 8 2] 

ittmmaffim * mfe? s *> 0 t v>„ 

[0 0 8 3] 

t MjgE&3f£c DNA^ffiVNfcPCR^fCfcSt: f>GPR8 cDNA 

CD** 

thlSSS^poly (A) + RNA (^n->f»^) fc®M£LT, 
V-&SV>T3MB^£jSfcf?fcofc. jSMg^tt, *#vRNAPCR ver 2.1* V KK • ., 

2Tf^StiS^^9-fV-S:MV^TPCRS{CJ:S*i<iS:ff*ofc6 - 

bfetf, ^©isicjt^©5' wtctus^c i a i <Dum?&&mmmifittiii 
a*i, 3* fijfcfwis®^sp e i©ggia , rss3iiB?!f^#iBStis«ke>K:, 5* w 
as £#3' wMh*ti<DMm&m<?>%i&mm*4iiMLfc. fci&m<DMm*> c 
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DNAMS5a1. ^DNA^7^V-^0.4aM, 0.8mMdNTPs, pf u>K U * 9 - ■ 
if (*h^*S?-» 0.5/ilfe«fc^^lC^M©^^7T-T% fft£ftJtl*50/i 
liitfc. if«@©fe«)©i?->f ^;i/li^-v;iy-y->f^^- (PEBiosystems) 
, 94TC • 6O#0inl^<D^, 94T3 • 60?A 651C • 60#, • 150#C91M *;i/&3 

[0 0 8 4] 

D N AgB#<Z>&g@2?rj©jSPig{C «fc c D N AgB3?!l©58l8 
#^MlTfi l ^ofcPCRH/iSmi:0.8%©<g]i!6^r^n-xy;i/ai5 l Scl&tC - 

, • ^nn^;i/A»m, x# y -;b£fcjg©ii#£f?fcoTDN AS:© 

JRbfe. PCR-Scri P t T1I Amp SK(+) ^ D -^>^>y h (Xb<5*P-y) 
fCfl£V\ EIJtXL/fcDNA&^^X^ K^#-PCR-Script Amp SU+)^^^7 U 
Z *l& x>> x U fc73 U (Escherichia coli) DH5 a competent ce 
11 fciAlTISiiLfet. cDNA#Am#£iSc>*n->£y 

>fcT£/U>, I PTG£itlfX-g a 1 S:tt(LB^«T^U B-SfcM 
•t-&^n->©*5:^bfco*^S:fli^T^L> 7gjgJ|£g|#E.coli DH5os 
/GPR8&f#fe 0 ffl^©^D->$:r>^^U>&#ttLB^T?— $feig#U QIA 
well 8 Plasmid Kit (*T>fy) £Mv%T:/9;*5 FDN A£i!S3Lfe. USS 
lfeDNA(0-»ICjfl/T«»»*C 1 a I S pel {C<fe S^JSrSrff «;V^ 

, #AS*lTV^SS^cDNAm^«)^tS2:^!l^l,fe. &3S®I#f©fcj£©fc " 
4&CDSfSfiDyeDeoxyTerminatorCycle Sequence Kit(PE Biosystems) fe^^Tf? 
ft^aWf-' !T>*- &MV>TJ5?fSbfc (I2^J#^: 3) . thGPR 

o 

[0 0 8 5] 

###I3 GPR8^CHOaHJfiOD^Sg 

9 5 mSE# 2003-3006608 




#2 002-093096 

2 x-mmmu a *i t h a*© gprs cd^t ^ y mai * n - 

KL/5' I(CC 1 a Ifgmnm*iiMl>* ££3* flfCSpe I WMMM^ftMb 

6>Plasmid Midi Kit (*T>fy) Zm^XZf^XS. KDNAfcMHU Zltl&f&J 
BSSSgCl a I£<fctfS p e I "e$g<fbl/T>f hDNAtfljy ffibfc. >f > 

*->DNAttU»»«, T*n-x^*»6*$yUT?flj»;mu *jc*-^r 

^♦JiajRStlfe. dGD-f hDNAfcC 1 a IfcJ:tfS p e n?"©»iLfclfr 

^MBi^MK^tJt-y^^^ KpAKKO-lllH (S.Hiiroma et Biochim. Biop 
hys. Acta, 1219#, 251-259M, 1994#, |S^©pAKK01.11Hi:|^— OK? # 
7^5 K) KM*.* T4 y#-i? (SMii) £/a^T5>f;f-2/H>S:?T&V\ 
^Q^ffl^^^^ KpAKK0-GPR8£ftg|Lfe. £©:7*9*^ KpAKK0-GPR8T*?gfC 
b *J^jg & DH5 a /PAKK0-GPR8 (Escher i chi aco 1 i DB5 a /pAKK0-GPR8) £ ifr 

pAKK0-GPR8T?^TOg|bfcE.coli DH5 a (Mftffi) Plasmid Midi K 

it (=3fT4*» £;§V^pAKK0-GPR8:7"9*$ KDNA&t®§Sb£. £*l&CellPh 
ectTransfection Kit (T7i/^A7 7^i/7;W^f i') fcffl^T, 8s#© 

hn-;i/{C^^TCH0 dhfr~JMJft|C*ALfc. 4.5*4 g©DNA£ U 
S"?A£©&2fcM§?££ U 2 4 B£HgfrffC5x I0 5 *fcm x 10 6 «©CH0 dhfr"0 
HSfeMLfclltaecBS'ir-l/CaSaiDLfe. 10%tf$/fl&jBJiM»S#tfMEMai* 

[0 0 8 6] 

##M4 hGPR8gBgffiRNA(D&^fi(D^CHO/GPR8i{r 

#*«93T?»SiajrifeCHO/GPR8jiJB*4 7^n-V0^GPR8g 
e^mRNAO^g&Cytostar T Plate (TVi/t rJl/VS/T/t-f 
) &#V\ M©7*a h3-;i/lC^oTJ«T©i:e»tcM^bfe. CHO/GPR 
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8ifflJ©*fc©#*n->&CytostarT PlatetC 1 well^fe t ; 2-5 x lo^f^fit 
T2 4«MBWS«Lfe*, 10%*/l/Vy>C*oTffl«fcHfcbfc. #weWC0.25 
%Triton X-100&»fllbTittjB©aaMtS*tffe«,- ^S^Ol/Lfcl!?!** : 
5©riboprobe&#[lxTA>f :/U ^X^iife. 20,ttg/ml©RNaseA£:&welllC;&n 
>LT5SSI©riboprobeS:mft^> "^1/- h ft J: < tffl*.b JMfc A-f^U^-fX'L 
feriboprobe©»#?SttfeTopcmniterTf||JJtLfe.- MlffilKDlV'^Mtlllt ■ m ' 
RNA^I^l^. mRNA^iClStV^S^n-^ (#17,41£ J: #46) 

[0 0 8 7] 

##M4l?f^|SbifeCHO/GPR8MJ^fe<}:t^mock CB0imMS:2 4^^l/- 
>{C5 x 10 4 cell/wellT'Ml/, 4 8^^bfc. «BJJi$:0.2mM 3--fV^ 
*7U-J**7b*1f-:>^5/fc0.05% BSA£20mMBEPS&,-g-*f/\>*X/1y 7T-(pB 
7.4)T?m^Lfe (J£*T> 0.2mM 3 ->f V^;b->l^;i/^i?->^> £0.05% B . ' 
SA£20mM BEPSSr-^-tf 7\ > # X A y 7 7 - (pB7.4) RfcRA WT-h P?4*) 

;Sf77-«t, «ffeJco.25«i<ofij«»7ty7r-«:«IJfik:iDA.fe*, 

2i»M7*^X3U->fe*'&0.25«l©fiJiS«^y7r-fc*IJBlCinA, 8 
■4^Wfitta.*fe. 100/tlCD20%ift**»ftj)iriLTfiafe#JhS*, &{C2Jc±T- • 
H»IBW<ifclCj: c AM Pfc«rHJbfe. ft&fflatf© cAM Pitt, cA 

MPEIA^ryh (7vi/tA77^i/7;Htfi') iS^tltlfe. 
[0 0 8 8] 

##M6 GPR8»9ICHO|HJB©KW^S:«v^feGTP r S«-&?gtt©W3e " 
GPRSSUHCHOiWJBJRlB^CSf-r* [ 35 S] -Guanos ine 5' -(r-thio)trip • 
■hos P hate©|g^fi3(MgttftJKT©#aK:j:yW3febfe. filCil^M^ 
WW*. 1 x 10 8 «OCHO/GPR8||l|JftK:iOml<OJh*Ej;*-h < /ty7T- 
(lOmMNaBCOg, 5mM EDTA, 0.5raM PMSF, l/tg/al pepstatin, 4/tg/al E64, 20/t 
g/ml leupeptin)$fo&&U #UM3> (12,000rpm, Sl^tptfc. 
«miWR&S^ (1,000 g, 15^) bT±f&#fc„ «clcr©±»S:3H»A 
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&M (Beckman type 30O-#-. 30,000rpm, lftffl) U #e>ftfc£fcj$#3:G 
P R 8 miC H Offlttma £ t fc. 

GTP r S#£?gtt©W}fcttJ«T©»»;T?**. GPR8^CHO$HJS)glB 
&&JR#*l««« (50mMhU^«[®iS©«(pH 7.4), 5mM MgClg, 150mH NaCl, 1 

fc. T^-fe^fMOT^^OO/ttllC, 51.5nMiggGD[ 35 S]-Guanosine 5' -(y-th 
io) triphosphate (NENft) £2/t l^tmSrSsiHU Z (DU^WL^ 2 5 8$® 

50mMh iJ^.iS^Sf^(pH7.4), 5mM MgClg, ImM EDTA, 0.1% BSA) 1.5ml-e2|S 
[0 0 8 9] 

^mj*TaJ»ffi#»©^m#^nvh^9 7^- (HPLC) 75?^a>' 

«HRur*m«i**»«#i/fe^«j*TaJ5oo-g (3ok#) 6»iK«iu 

20 ■la>Mfein;tT*$«£l.<>Mi:U JtfU hn> (20,000 rpm, 6frffi) fcfflw ' 
•C^#bfc 0 mttfc&b (8,000 rpm, 30#) bT_h?f £]R*J, 'ttJBKlttl.O M 
»M*2.0 ISJU^TMjKU hn>Ciot*»U -«a#Pbfe«, (8,0 
OOrpm, 3030 LT±?fS:#fc„ ±lt»C2«*CD7frT'fe h>&4XJT?«>o < U WT' 
Ufctk liag©3SlA.K:J:oT#fc±»Cov>Ta:-»Mi#PU 2BB«D»fclc. ■■ • 
•*oT#fc±»fcov*Ttt4llfr|H«#bfc. 'T-feb>&iOjtfc»m*l**A (8, 
OOOrpm, 30#) LTfcfcjK&l&g, 4§&*lfc±t& #&X7t#l/-*-lC -fcoTJSJE 

^K»*Lfc. 8tttt&tf?:%JIUftttltt (7 }t/1y J 3rV 9> DP70(90 mm*)) 7? 
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Sj&U (30* x 240 mm) £3frgLfcC18 

„ YMCgel ODS-AM 120-S50) *9AtC*iDUfe. *5A«:1.0 MffgHOOmlT*^ 

ft, o.i%hu .7;i/*DSfms:-^tf6o%r'fe h-hu.;i/5oo ■n?*ffibfc. mm 

0.5g£30 bKOO.1% h.U !7^nff^S:-g-tflO%T-fe h U /l/CMU 10 m 
l"fo$:C18*9A (h-V-, TSKgel 0DS-80TS (21.5* x 300 mm)) &JgV\fel 

o%^e>6o%<z>o.i% KU 7;i/^n^s#tfT-fe h- h u ;i/©tgs^;i2^m&ic 

J:5HPLClCMfe. HPLCti3llf«5&ofeo ?§ffi$itt60#MfC:£lRU 30 
;i/^;i/7^-^rJ/ K (DMSO) T?»jR5Lfe.- 

ifcCioTCHO/GPRSlMSCil-^U »Jfi|*c AMPK£*<BW£«:ffXfc 
ofcSgJH, «-W##S0K:»»<ftcAMPS&ai«flStt35i«B«)6tifc. 
K»K:o^TGPR8»«GHO*jB«v%TGTP r Slg^ffijatgtt&fll^fei: 

[0 0 9 0] 

$#«8 ^*«Birr»ttffi**©GPR8»aCHOlBJBC#UT»»»Klll; : -'' 
McAMPil4fll®}Stt^t»ft«lS©^nt^CJ:5*?S, 

##«7T»GPR--8»^CHOlHiSK:5IJLTilBJBftc AMPa*«f«Stt«:a% 
LfcHPLC#W3 0 &Se^»i5St»6^at-f (Sigma, protease Type 

xiv (P5147)) T?*a«u isttttK^aae^ftsj^ftw^fe. 

±K«jrF*»ffi*HPLC3« (#30) 2 # 1*0.2 mwht^^^^^oo ■■ 

ft, *^4^1Wmtt*LT:/n*--- itilCBSA O.OSmgfcj: 
tfCHAPSO.05 mgS:^tf^®^2 ■lfcft&Tfr&ftmjftbfe. 

©*sv^^*^D^«J:lJ!?«i^|^s«|l(^>l^SSl^^sfc^^>. :7n*-- hplc 
© * J: ^ n - M <d » & ArfM A a b fe ft fc H p L c & H & in A & =b © jc 
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o v% x % mic«j£ hxmmnm l fc. mag l 5 {cz*-r# 

£ o T G P R 8 38* C H 0|Rft|C*;6lJLT»J»l* o AM Pi4jI|lffl|SttSI 
JS Ufe. ^iST9iffi»*©GP R 8 HOMMKtt?Z>mmft c AM 
P M3i%ifflft& £ m&WM \t r? o ^— Viz «fc o T ^ K&ft h 3 £ a* e> d 
©«f«#g B % b < tt^^ FT* & S r £ ^ 3 *i fc„ 
[0 0 9 1] 

9 Jfrnmrmfr e> © g p r 8 h oiiii^ic^ut^wfc 

GTP r S^{£5i?gtt&^-r?SS^0D«S§ 

G P R 8 fc#^^ U K?SffiS:^-r%ftS: G P R 8|8*C HO$IISmH^ 
ic^f 5GTP 7 SM^-iEii?SffiS:*i«i:bT^i}tm^TS^e>^S3l/fe^M 

m*TSl5500 g (301t#) &1.0 M^^Tftimb, Ti2h>tfcMfeJ:t>*3l-^;i/m 
flM&Lfc^ C18 (C-foiAJ/-, YMCgel ODS-AM120-S50) 0 

5f$£fg^bfc^, C18;ft9A (h-y~, TSKgelODS-80TS (21.5* x 300 mm)) ' 
^M^cHPLC «fc o T$S13:#® ?Sftl*4}-®#-^30fCllII|2$^fe o d 

ti £«T©2f*£{c J: o T $ & fcSfgg b fc. 

£©#W£10%yiZ h-t>U;i/£-£tflO mM^T^^-^-MO ml{C^fl?U 
^<f#>£g|:*j5vk (h-V-, TSKgel SP-5PW (20mm* xl50 mm)) lC«Dt " 
^, 10%Tir K— h x ) ft/'&'&tilQ mMfr£2.0 MCD^T^^E— ^©a^JBBfC 
J:otA7ASiffllfe. JSffitt^r^^-^AO.SM^tCiaiRStlfeo S§« ' • 
'£V&ttttRNU 0.1%h V7JV*um&*'&tilO%Tt b—bVM.O mltz 
mMh, CN#vA (SWfc^, DevelosilCN-UG-5 (4.6 mm* x 250 mm)) izmiM 

Lfc^. 0.l%hU7;i/^*nit^$:^2i%^p,26%©r-fe h - MJ ;i/©S8«*3 
iCiotjjlflJbfe. ?Stttt7-feh-hU>n/22.1%#a5tcm*bfe. Mffi^lfS: 
ttttttftU- 0a«l©DMSOT?fcM?U 3 &K0.4 mlcDO.lo/o h U 7AtaMIH c 
t?10%T-fe h-hU;b&An^.T0DS^9A (ft3fe*t*U Wakosil-II3C18HG (2.0 m 
m*xl50mm)) {C^iHL/fe^ 0.1% h U 7;i/;*f^&-£tr22.5%;fr £32.5%© 
7-feh-hU;i/©a«4gWJCJ:oT*ffib;fe. ?gft&71Z h- b U;i/26.5%TO 
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tc^-i?-* tLxmmhtc (hi) . 

[0 0 9 2] 

fl?#rfc<J:tfGPR8 F©fc: h£«fctf9>y H*^n#>*^-K«>tMK#aB 
©-giSfcn- FUTV^ tiSE STSI?!I 

#*«9^»«S*lfeGPR8*«CHO*JBI!tM^K:StUTWattK:GTP- 

fc©T% tSffifcf-^Sr-g-tr^ffi^Srffl^T^-^r^X^V-aProcise 494 Prot 
ein Sequencer KJ; o TT 5 ;*«7$ ^HHBaHMff&tffcofe. T 

[0 0 9 3] 

£©sa#J£g^Tii&^-#^-x©&§8&?Tfcofct;i:3> -5-©%©% 

*l5^ofr©E ST (Expressed Sequence Tag) SS#[# jlffiStlfc. -e*l£©7 

5, AW007531 (anaplastic oligodendroglioma, 438 base, H5?!l#-§- : 7), AI500 
303 (anaplasticoligodendroglioma, 264 base, BB#IHM^ : 8), AI990964 (col 
on ic mucosa from patient of Crohn' s disease, 424 base, fB^>J## : 9), AA74 
4804 (germinal center B cell, 375 base,. S2#I## : 10), H31598(PC12 cells ; 
, 260 base, : 11). $0#)©4 OttH Ff&3fcT?& U; S&©lofcj:5y 

7* K«DB»!iK:«a f & t$j wmm & n - t? imtox *<-mhx 
h x s u > * feau? s ti fer s y maitt ■?$ m^TSP iy#i^i^t* 

o <*zt * \t<Z>mn £ tt5^^ %<DT h r tfV a IX-&& ZtPMWtmZ-WLV 
fe. J£JLfcfr e>me>©EST«GPR8©'J^> F© tffeitf77f 

*^a^©|&Jig^?ie©-g|J$:=i- FbT^5%©£8i£l,fc. 
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[0 0 9 4] 

0mm 11 G P R 8 U K^y* FtMB#e&-» S3-Kt5t h c DNA 

*4:»)fea*ifeE STH3WK:i6^VC^9'fv-&«W-.U t: bflgfi^cDNA 
«k U P C R iC J: o T G P R 8 U # V F * Z?=f- F ffr © - & & 3 - F f £ c D N 

k: M8&3fcpoly (A) +RNA (VU->TVVy &0M£ L»"C, ^y^^^A 
V-SrMVNT^spMiS&ff^.ofc. ^^HJCSKltt, RNase Htgft 
OMLVfi3f5©^»^T?fe5ReverTraAce C£#j|Sfr) fc&ffibfc. ig!^T## 
09 1 0 (C^/^feE S TIH^J}CStJV>T^ff-bfeBB?lI## : 1 2 «fc Timm^ : 
1 SO^DNA^^WV-SrfliV^TPCR^KliSfiipgSr^J&ofe. 
i!B/&&, c DNAj|S2^ 1, ^DNA^^^V-^-O.SjttM, 1.6mMdNTPs, ; LA 
Taq (MJS) 0.2,ttl;fc«fctf@pjglC#M©rW:7T-T*, *£ft*tt20*l£-b< 
fco **«©fc»0*>f-*/l>M:tf-V/l/1Nf (PEBiosystems) 96*0 

• 120#©iD^©^, 96T? • 30#, 72^C • 45#©*-f ^ ;i/ £40, 96X) • 30=B>, 70 
X • 45# CD 1J->f 5:413, 961C • 30?J>, 68tJ • 45#CD*>r V fr^im, 96^ - 30 

64X) • 30#, 72X3 • 45#©-JM* *;i/£5[@J, 96X1 • 30#, 60X3 • 30#, 72t 

• 45#©1J->f ^^/&20ia^yjgL, «^fC72TC-ei0^r^«SLfco *t(i^©?F| 

P C RSf&tBt* 3 %©<SBt*T^fn -?>>ffr^%W®VL& »;^HU F© 
"e-SPJfflbfc^ QIAquick Gel Extraction Kit '£ 
MVNTDNA&HUt^Lfe,, T0P0 TAirn-r:>^vy h (-f>fc?hny» 
#fcf£v\ EURUfcDN A&:79*^ F'*? # -pCR2.1-T0P0'vif:f # □ 
^Ufc. itlSEscherichiacoli TOP10 (-f > t? h IC^ALtflisi 

cDNA^Aift#&#o*n->£T>fcr^y>fc<fctfX-g a 1 
ti LB S£m-CjMNU B£S:g-f 5*n->©*&S£SLfco*|§;K;&^ 
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— UMSHBU QIAwell8 Plasmid Kit (3f74*» fcJB^T^* ^ FDN Afcii 
fSlbfc. &3£@B^J©&^CDfc&©K/£&DyeDeoxyTerminator CycleSequence Kit 
(PE Biosystems)£MV%T*f>&:V\ gbfc5S; if— ZR^TMW&L. M 

1 4JCzVtDNAli#[£#fc. Z1©3©SB^ e>S®?$ tlS G P R 8 U 
^> K^y^KI&^Ma©-® (H*I#-9: 1 5) Ctt*«££»J:/**JBrF 

X. 5> *V-5 Arg-Arg CDBH^ff (Seidah.N. G. et al., Ann. N. Y. Acad. Sci. 
, 839^, 9-24M, 1998^) #2*ffi##l,fc. rCDd i:^e>> GPR8©y#> 

[0 0 9 5] 

2 Fmocftfc: hGPR8 ligand (1-23) : Fmoc-Trp-Tyr-Lys-His-Val-Ala-S 
er-Pro-Arg-Tyr-His-Thr-Val-Gly-Arg-Ala-Ala-Giy-Leu-Leu-Met-Gly-Leu (15#( 
#-!§■ : 1 0 5) fcitffc: hGPR8ligand (1-23) : Trp-Tyr-Lys-His-Val-Ala-Ser-P 
ro-Arg-Tyr-His-Thr-Val-Gly-Arg-Ala-Ala-Gly-Leu-Leu-Met-Gly-Leu (U#J#-^ 

: 16) <DWk 

r^|R2-chlorotrityl resin (Clt resin,1.33mmol/g) {CFmoc-Leu SfAlfeF ' 
moc-Leu-0-Cltresin(0.76mmol/g) 0.25mnol Sffi^M^Fil * ^ K-£j£ftAB ■ 
I 433A £jSV* Fboc/ DCC/ H0Bt^tC«fcU s Fmoc-Gly,Fmoc-Met, Fmoc-Leu, Fnoc 
-Leu, Fmoc-Gly, Fmoc-Ala, Fmoc-Ala, Fmoc-Arg(Pbf) ,Fmoc-Gly, Fmoc-Val, Fm 
oc-Thr^u*), Fmoc-His(Trt) , Fmoc-Tyr(Bu t ) ,Fmoc-Arg(Pbf) , Fmoc-Pro, Fmoc- 
Sej^Bu*), Faoc-Ala, Fmoc-Val, Fmoc-His(Trt) .Fmoc-Lys(Boc) , Fmoc-Tyr (Bu*) 
, Fmoc-Trp(Boc) <DMlZ%®&-&ft\/\ Fmoc-Trp(Boc)-Tyr(Bu t )-Lys(Boc)-His(Tr 
t) -Va 1-A 1 a-Ser (Bu*) -Pr o-Arg (Pbf ) -Tyr (Bu 1 ) -His (Tr t) -Thr (Bu*) -Va 1-Gly-Arg( 
Pbf)-Ala-Ala-GIy-Leu-Len-Met-Gly-Leu-0-Cltresin 830 mg &#fc 0 £<D1& 
B!l50mg&C TFA / thioanisole / m-cresol / triisopropylsilane/ ethanedithi 
ol (85 / 5 / 5 / 2.5/ 2.5) 5 ml fcjn*., mUKX 2^fSM& h fe^fll £ 
53cU &m*Wm&^~T/l*:ifB*.. ffiFmoc-Trp-Tyr-Lys-His-Val-Ala-Ser-P 
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ro-Arg-Tyr-His-Thr-Val-Gly-Arg-Ala-Ala-Gly-Leu-Leu-Met-Gly-LeuSrifclSi: b 
T#fc. YMC D-0DS-5-ST S-5 120A #7 A (20 x 150mm) &f§V^#®iH 

PLCT*. A?£: 0.1%TFA-*, B^:0.1%TFA^T-fe h U ;HC«fc.&A/B: 72/ 
28~52/48^©E$SS^S*lS2^fti(60^)$:ffVV @l$^£^tf#B5:^«>$*S ; 
«*bBfi»5fc9.7w&»fc... 
[0 0 9 6] 

M^fflC *S(M+H) + 2805.7 (ff|Mt2805. 4) 
HPLC*§fflB$|^ 25.1 dS- 

Wakosil-II5C18 HG (4.6 x 100mm) 
$§ft?il A?£:0.1%TFA-2K» BM : 0.1%TFA^#7iZ 1> U ,JUS:fflV\ A/B: 10 

0/0-30/70^ mmmm®mmm<&&) 

Slii l.Oml/^- #if>tlfeFmoc-Trp-Tyr-Lys-His-Val-Ala-Ser-Pro-Arg-Tyr-His 
-Thr-Val-Gly-Arg-Ala-Ala-Gly-Leu-Leu-Met-Gly-Leu 5 mg fC 20% diethylam 
ine / DMF 1 mL ZMX.m.UKX2 mmMWLfc. YMC D-0DS-5-ST, 

S-5 120A #9A(20 x 150mm) VAfc:0I&H P L Ct% A?£: 0.1%TFA-*, B 
^:0.1%TFA^T-fe h- h 'J 74/26~64/36/s©g[i6gM^S^II2^ 
HKMjHtfiw, B»^&^^HSm»^$g«IL/e«ii|>&5(51.2mgS#fc. 

^4^*f{Cj:S(M+H) + 2583.6 (ffM2583.4) - 
HPLCTOS 20.4 

Wakosil-II5C18 HG (4.6 x 100mm) 
$JBtt AM:0.1%TFA-*, B?«: 0.1%TFA^T"feh-hU;i/5:fflVN, A/B: 10 

o / o ~3o / 7os\ m&mmm^mmmas^) . 

Sfeii 1.0ml/7> 

[0 0 9 7] 

##M1 3 t hGPR8 ligand (1-30) : Trp-Tyr-Lys-His-Val-Ala-Ser-Pro-Arg- 
Tyr-H i s-Thr-Va 1-G 1 y-Arg-A 1 a-A la-G 1 y-Leu-Leu-Met-G 1 y-Leu-Ar g-Ar g-Ser-Pr o- 
Tyr-Leu-Trp (BHftS* : 1 7 ) ®WM • 

o 
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rfr|R2-chlorotrityl resin (CIt resin, 1.33mmol/g) lCFmoc-Trp(Boc) S:^A 
bfcFmoc-Trp(Boc)-O-Cltresin(0.64mmol/g) 0.25mmol £ ft&Mft £ l> T##0ff 

1 2 £ mcHauBs u fcr ^ ; m m&mrpitm^&wmfr 6« y m 

•Tt&fCFmocS&^IgJi-e^LfeCD^, TFA / thioanisole / m-cresol / triis 
opropylsilane / ethanedithiol (85 / 5 / 5 / 2.5 / 2.5)T?«ai/*fHB*»&. 

©^^•e^^L/Trp-Tyr-Lys-His-Val-Ala-Ser-Pro-Arg-Tyr-His-Thr-Val-Gly-Ar 
g-A 1 a-A 1 a-G 1 y-Leu-Leu-Me t-G 1 y-Leu-Arg-Arg-Ser-Pro-Tyr-Leu-Trp S: # fc „ 
M*4)-*flCJ:§(M+H) + 3543.4 (WJjC*3544.2) 
HPLC»HJI*|ffl 21.5 # 

>tj7i* Wakosil-II5C18 HG (4.6 x 100mm) 

A*:0.1%TFA-*,'B«: 0.1%TFA#^7"fe h- b U /UftJIV*, A/BMO 
0 / 0.- 30 / 70^ iti^M^S^JB3^m(35^) 
i£i£ 1.0ml/# 

[0 0 9 8] 

#%M14 H hGPR8 ligand (1-29) : Trp-Tyr-Lys-His-Val-Ala-Ser-Pro-Arg- 
Tyr-H i s-Thr-Va 1 -G 1 y-Ar g-A 1 a-A I a-G 1 y-Leu-Leu-Met-G 1 y-Leu-Arg-Ar g-Ser-Pro- . 
Tyr-Leu (B£I## : 2 0 ) ©gSJii 

IffiBfr S> y ffi 1/ iUff^&^f VMrp-Tyr-Lys-His-Val-Ala-Ser-Pro-Arg-Tyr-Hi 
s-Thr-Va 1 -G 1 y-Arg-A 1 a-A 1 a-G 1 y-Leu-Leu-Me t-G 1 y-Len-Ar g-Arg-Ser-Pr o-Tyr-Le 

[0 0 9 9] 

$#115 t HGPR8 ligand (1-28) : Trp-Tyr-Lys-His-Val-Ala-Ser-Pro-Arg- 
Tyr-H i s-Thr-Va 1-G 1 y-Arg-A 1 a-A 1 a-G 1 y-Len-Leu-Met-Gl y-Leu-Arg-Arg-Ser-Pr o- 
Tyr mpm-B : 2 1 ) 
TfjflR2-chlorotrityl resin (Clt resin, 1.33mmol/g) }CFmoc-Tyr(Bu t ) 
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$? S: ^ V n Tr p-Tyr-Lys-H is-Val-Al a-Ser-Pr o-Arg-Tyr-H i s-Thr-Va 1-G 1 y-Arg-A 1 a- 
A 1 a-G 1 y-Leu-Leu-Met-G 1 y-Leu-Arg-Arg-Ser-Pr o-Tyr £ # 5 „ 
[0100] 

6 fc. h6PR8 ligand (1-27) : Trp-Tyr-Lys-His-Val-Ala-Ser-Pro-Arg- 
Tyr-H i s-Thr-Va 1 -G 1 y-Arg-A 1 a-A 1 a-G 1 y-Leu-Leu-Me t-G 1 y-Leu-Ar g-Ar g-Ser-Pr o 

(mnm^ '. 2 2) amm 

■ 

rfrIK2-chlorotrityl resin (Clt resin, 1.33mmol/g) fCFmoc-Pro£#ALfctf) 

VMrp-Tyr-Lys-His-Val-Ala-Ser-Pro-Arg-Tyr-His-Thr-Val-Gly-Arg-Ala-Ala-Gl 
y-Leu-Leu-Met-G 1 y-Leu-Arg-Arg-Ser-Pr o 5 „ 
[0101] 

tfMl 7 t:hGPR8 ligand (1-26) : Trp-Tyr-Lys-Hi s-Val-Al a-Ser-Pr o-Arg- 
Tyr-H i s-Thr-Va 1-G 1 y-Arg-A 1 a-A 1 a-G 1 y-Leu-Leu-Me t-G 1 y-Leu-Ar g-Arg-Ser (fg 
: 2 3 ) ©fgjg 

■flj|£2-chlorotrityl resin (Clt resin,1.33mmol/g) }CFmoc-Ser(Bu t ) 

& V ^ Trp-Tyr-Lys-H i s-Va l-A 1 a-Ser-Pro-Arg-Tyr-H i s-Thr-Va 1-G ly-Arg-Al a- 
A 1 a-G 1 y-Leu-Leu-Met-G 1 y-Leu-Ar g-Arg-Ser $: # 5 „ 
[0102] 

$tll 8 t hGPR8 ligand (1-25) : Trp-Tyr-Lys-Hi s-Val-Ala-Ser-Pr o-Arg- 
Tyr-H i s-Thr-Va 1-G 1 y-Arg-A 1 a-A 1 a-G 1 y-Leu-Leu-Met-G 1 y-Leu-Ar g-Arg (KJ3&J# 
f : 24) <Z>fg£ 

Tf|R2-chlorotrityl resin (Clt resin,1.33mmoI/g) tCFmoc-Arg(Pbf) &^A 

$g £ V ^Tr p-Tyr-Lys-H i s-Va 1 -A I a-Ser-Pr o-Arg-Tyr-H is-Thr-Va 1 -G 1 y-Arg-ATa- 
A 1 a-G 1 y-Leu-Leu-Me t-G 1 y-Leu-Ar g-Ar g & f§ & „ 
[0 10 3] 

##M1 9 H hGPE8 ligand (1-24) : Trp-Tyr-Lys-His-Val-Ala-Ser-Pro-Arg- 
Tyr-His-Thr-Val-Gly-Arg-Ala-Ala-Gly-Leu-Leu-Met-Gly-Leu-Arg (@B#|#-I§- : 
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2 5) ®mm 

Tfcfl£2-chlorotrityl resin (Clt resinJ.SSmmol/g) (CFmoc-Arg(Pbf) S:^A 

S§ S: fr V > Trp-Tyr-Lys-H i s-Va 1 -A 1 a-Ser-Pr o-Ar g-Tyr-H i s-Thr-Va 1 -G 1 y-Ar g-A 1 a- 
A 1 a-G 1 y-Leu-Leu-Met-G 1 y-Leu-Arg & # S „ 
[0 10 4] 

###f2 0 GPR8«33ICHO|BJBI!nida'fefflV\TW)feUfe23«ai©GPK-8- 
mmmi 2T?^bfc23B^©GPR8 UA*> K^^KCDfc h^^D^ (JBt 

t> hGPR8L(i-23)tia^-rsz:i:^fes) 6 

mX'G P R 8 »3«C.H 0*AR|^lCft»bt G T.Pr .S*g£ffifc«-ttfc»JfeL. 
fc. gS5:E2IC^lfc 0 ^6A^^ChGPR8L(l-23)}i^i J g^#^(9^CGPR8^C 
HOiMI*OGTP 7 S^ffi«lfc 0 r©^t^e>SB5(f#^ : 16©f 

[0 10 5] 

##M2 1 GPR8»3aCHO«rJBBW^&»V^aj6bfe30jSI6©GPR-8- 

#fii ST^bfeso^cDGPRsy^^F^^Foth^^n^ (jgt 

acTfGPR.8«35ICHO|HJBI!nS«'C«^l/TGTP t S«#ffi3«SttfcWJ£b 
M^S®3lC^bfc„ ^&^{ChGPR8L(l-30)l±^Sft#^K:GPR8^JaC 

HonffBamw^fflGTP r sM&zmmLfc. z<Dz.nfr*>mflm^ •. not 
Jtsr^-rs^^K^GPRSKi^-rsy^f^ KT'&srttffji&a^&ofc. 

[0106] 

##M2 2 GPR8»«CHO»JftS:MV^T«ftbfe233Slfi©GPR8 U 
##0ffl 2 T?-&J*bfchGPR8L(l-23) £iS* <5Dtg£T-##0J 5 {CfB^bfc^T* 

g p r smmcHom^Kmm^xm^ c AMpa^aMWistt&aiftbfe. 

tl* fc H 4 L £ fChGPR8L (1-23) »mK&#B9 fC GPR8 2§*gCHO 
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&SJCM^y 7 r-fe»^bfei:*©<BJl!rt oAM Pi&J* 15^**100% fcL- 
t, hGPR8L(l-23) fciDfcfc g®*M8n* c AMP|» 77 - fcg&JlJ 

Lfe^SOmiJBrtc AMPftfe«Cfe*fe%i:bT**>bfc. 
[0 10 7] 

#*ftT2 3 GPR8»5JCHO<H«|«:fflV^TimftUfe3039SI6©GPR8 U#> 
K^7*^K®fc hJ^^n^lBISWc AMP m9SMm& 

1 3 T*-£j£ U fchGPR8L(l-30) fc;® * 5 }C|B^ L fc#i£T? 

G P R 8 363SC H OiiJ®lc^«fiSi3rTijifflfiSl^ c AM Pl4WSttSI^bfe„ 
MJUfc® 5 (C^Ufeo .-IS &.*».ChGER8L.(l-30)l4f|«tt#ttK:.G P R 8-3831 C HO 
«U»C»bT«JBftoAMP«DK&ftiJrWLfe. 0 5*, cAMP^jWlfi 
&, 7*W3U> fc*tt£j«;M-* 977 — fettfil L fc £©«ffJIBl* c AM PS 

y 7 T - feflffl! V fe £ S ©j$f0S|*r c AM P* £M D £g&100% t 
OT, hGPR8L(l-30) &fl|T*.fc £ g©^!®!* c AMP**&£jSJ§sXy 77- £8sl 

iULfeilS<Z)JHJBftcAMP*fe«CfeJlfe%fcLT3i*)Ufc. 
[0 10 8] 

##i2 4 V7XTGR2 6i3-Kf6oDNA0^n-->^ 

V77.|gc DNA&@Si: l/TUOT** :. 13 5 ©-£j£>^W V- fcBWJ** 
: 1 3 6©^79>fV-S:MV>fePCRM{CJ:yv7^TGR2 6DNA©lf 

£jS$t©>feH$«:> V7^IcDN A Ul, -&J5fc7*9-fV-#0. 2 /ttM, 0 
.8 mM dNTPs, Advantage cDNA Polymerase Mix (CL0NTECH) 0. 4 /t 1 £«fctKP 

j^Kfl-M©/^ 7r-T% 2 o # l iibfc. -9— *^-(App 

lied Biosystemsft) &JSV\ 9 6 til? 2 #©M&Lfc&, 9 6tJ"e3 0#, 6 
4tJT*3 0#, 7 2rT?l^©M^^M3 0Ii»JiU ®^{C7 21Ct* 
1 O^MfiHIbfe. PCRSJE5Itp©iii!ll 1 0 0 8£5©ilNIDNAIK#fc, TO 
POTA Cloning Kit (Invitrogen) ©7*0 hn-;WCt£v\ pCR 2 . l-TOPCx # □ - 
— ytfbtza 3tV&Xi/iiJfc7. ay (Escherichiacoli) TOP10 competent c 



10 8 



tfi§E4# 2003-3006608 



s 




#2 002-093096 

ell (Invitrogen) JC#ALT^JWg«bfc«, cDNAHAfrffSSc^n- 
>£7>fcfS/y>fcJ:tfX-g a 1 fc^trL BJS^WejWRU B£S:M1--S 

U-Z/%yy¥*/V >&-£t?LBigii!n?— miftitU QIAwellS Plasmid Kit ( 

&BigDye Terminator CycleSequencing Ready Reaction Kit (P E/W 

T G R 2 675 SWOB&tH U @B#I#-5§ : 18-8 4: bTaVT. 
BUB**.:- 1 3 8 ha*©TGR 2 y«BJIkJWlfcf:i&.-. 

,9 6. o%®r^-;ic-*3W*6nfe.' • 

IH?tf##: 1 3 TTfSia*l*«a6B»!rfc***DNAfc*tf^9^5 ft?** : 
m&lstt&m*. ±mn (Escherichia coli) TOP 1 0/pCR 2. 1-T 
0P07WGPR7t^Lfe s 
[0 10 9] 

*»*2 5 t hGPR 8 'J^> FWIftSSfen- Kt« c'DNA<85' _fc«S 

l»cia«bfeGPR-8©y^f>K-^^KcDt Kah^n^ (JKT» fc- 1 
KOPR8'»J#>FfcBlt*ri:#**) ©HI«iS(D-it3-Ft*l: 

hcDNAffl^J (@B#I##: 14) fe^CfWRbfe^-f MBJ*T» c 

DNA&^atl/fc5' RACE PCR&frfcV^ fc > GP R.8 U FtMB#«#* 
3-Kt6oDNA06' ±M^.^Um ZmbfrKLfro 5' RACE PCR V U—Z-~ 
y >f\Z. t h mj^TSPMar athon-Ready c D N A (CLONTECH) £ t LT^rV f> tC 
8s#0 A P 1 7*7 >f V- 4:S£!f## : 3 3 V-T? P C RfifS&ff & 

&K£®PCR£jS*Si»3!4:UT*y Mcgjj#0AP v-fcWJB 
##: 3 4©M7*7'fV--ePCRSfS^oii:C±iJi^*lfe. PC 
R©S/S?Kffl^4:H^#tt^T©4:feyT?$)5. £j«*ttfc h«j*T» c DN . 
A i/iU A'P 1 Y-0.5/tM, @BM##: 3 3ffl^DNA^7-f7-0.5 
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0.4mM dNTPs, LATaqjtf U * 9 — £. (SMSt) 0.2/i lfe±tK^lC#M©GC 
(I) Ay^r-^MJSS^O/ilfcU i^-v;i/-y--r (PEBiosystems 
) £fl!V\ 96T3 • 120#©JD^©^, 96t3-30i$, 68X3 • 240#©-!r 300 
H»JjgU $e>£72X3T-10#|I^Ml,fc„ ?£fC, *y htC85#©Tricine-EDTABu 
fferT'5 0«#*lfePCRfi(5«2Ml, AP 2^7-0.5 i t t M, EB#I## : 

3 4 0^DNAy7>fV-O.5AN, 0.4 mM dNTPs, LATaqjtf y ;* 9 - € 

it) 0.2AlfiJ:OT*K:ffM©GC (I) *V7 7-1*BKJ&&Z20(il£L. V 
-V/I/^-f ^ ^- (PEBiosystems) &J§V\ 96X3 • 120#©;&tIiS&©4^ 96X3-30 
72X3 • 180#©-!M #;i/S:4 0, &.fC96X3 ■ 30#, 70X3 • 180#©1M 

4 0, 7&KI96X3 • 30#, 68X3 • 180^©-^-f 1 7 0, #=&fC72X3 -eiO^O 

MUfe. «iL fe.p N A S:i.2%0r^n - 7^SMilc J: y ^Ilfct ' 
, m,200JgM<Z>DNA&;fr* yy^yfflU DN AfcQIAqnickGel Extract 
ion Kit (*y^r» fc#^T0JKLfc o 30DNA&, TOPO TA Cloning Kit ( 
Inv i trogen) 0^O hn-;i/{Ciot pCR2 . 1-T0P0^ ^H-^\^U- — yifbft. 
wtlSrniJ/x. U HT3 U (Escherichia coli) TOP10 competent cell (Invitroge 
n) tc^ALT^JfEmufc^, c DNA#Af^#£*$o^n->£r>brs/y 

^U^fc*tILBJap«T— (fcflmu QIAwell8 Plasmid Kit (*T>fy) £M 
V*Ty9*$ FDNA&H&bfc,, &M^©&£©fei&©Sj£«:BigDye Termi 
nator CycleSequencing Ready Reaction Kit (PE Biosystems) SrM^Tfr & V\ 

{0 110] 
#f«2 6 fcMcDNAOfl • 

thJEcDNAtt, Marathon™ cDN A Amplification Kit (CL0NTECH) £ 
fflVNTt hjjgpoly A(+) m(CL0NTBCH)*»&f^»Lfe. RACE PCR{C«S*lScD 
NAttlst strand cDNA^ftBlt, * y MC»#CD:7l2 hn-^fC^oT^ 
SUfe. lststrand cDNAtt, * y h WStAMVCDftfc »J fC38ME¥ 
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#2 002-093096 
atSMMLV (-RNAse H) (RevTraAce,Jjir#;&fr) £M^T, IfisOM h)!&polyA(+) RN 
[0 111] 

#=t«2 7 t hGPRS 'J#> F«fI#80S3 - Ft* o DNA03' TSfc 

lCia«©t hGPR8y*>Fttf»fltga<z>-»&a-K'r*t: h 
cDNAffl#[ (U#J## : 14) fcSfCf^Lfc^-f hfig c DN A £ 

ii^lfc3' RACE PCRSrff^W t NGPR 8 U^f> FSrn- K-TS c DN A 
©3' T$fSSgEB#l&i9!£>fr}cb;fe= 3' RACE PCR VU-—y>f\$^ cD 
NASiSi:bT#y htCSs#©AP 1 V-fcH8W£ : 3 6 0^5 

>f v-T» P C R£j««:ffjSjiV>, ^iC.r<Z)PCRHJS?KS®Mi: LT^ry Mcgs# 
0AP Z-f^jT-njBffltt : 3 7 <D&f&7^4^-T* P C R^f&Srfi^o 3 

J&mt*r *j h tC§§#©Tricine-EDTA Buffers? 5 0 Lfefc.hlcDNA 1 

Al, AP 1^9>fV-0.5AtM, @E#f## : 3 6 CD^DN A^5-f V-0.5^iM 
, 0.4mM dNTPs, LATaqjtf U J* 9 - if (SM) ! 0.2./t lfe *aWJRtC#M©GC-( I- 
) /1^T-T^HJSa&20Ml^b, -y--V;b-y--f ^9- (PEBiosystems) & 
#V\ 96^C • 12O#CD;&tf£&0^ 96X3 • 30#, • 240#©iM ^^/Sr30Efi^l U 
38 U . a & IC721CT*10^-^M b fe. fC^#<£>Tricine-EDTABuffer 
X'5 Om^mhtcPCREmWilfiU AP2:/9-fV-0.5jBM, MB^!I#^ : 3 7 
0MDNA^7'f?-O.5 j nM, 0.4 mM dNTPs, LATaqjtf ij ;* ^ - 1? (S?!?!) 0 

.2Atifc«ttK^lc#M©GC (I) 7T-"T?i^ i KJi5*S:20iBli:b > if- 
tf-f*9- (PEBiosystems) £MV\ 96XJ • 120#CDiD|^©^, 961C • 30#, 72 
■C • 18O#0if-f ?;i/&4[IJ, 7^^96*0 • 30#, 7(rc • 180#<DiM * 4 0, 
#CfC961C • 30#, 68TC • 180#©1M * ;i/ £ 170, ttHK1721C7fl0^niMiV-' 
fc. WUfeD'NAfcl.S^OT^fn-^^/I/WjRflcKKiy^lKLfc*,' #&600 
jSISODNAS;*^ V U7*-0UfttU DN AfcQIAquickGel Extraction Kit ( 
3r7>7*:v) fc/B^TEUKLfc. 30DNAS:, T0P0 TA Cloning Kit (Invitroge 

n)o^n hn-;i/fc^oTpCR2.i-T0P0/<^^-/\^n-~>^ , bfe. rti&x 
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#2 00 2—093096 
i/x'Jb7 n U (Escherichiacoli) T0P10 competent cell (Invitrogen) ic^ 

Xhxmmm&Vit&. cDNAmAmKZn^tu-yZTyVi/Vyts&xf 

X-g a 1 6^tfLB»3c«ttT!aiRU Bfe&M-TS ? n -y(Dfr*:WM Ufc 

ttfLB^T- nJ^MHU QIAwell8 Plasmid Kit (*T4*;v) 

KDNASWSEbfc. &M?J®&^©fc«>©Hf&«BigDye Terminator Cy 
cleSequencing Ready Reaction Kit (PE Biosystems) V*T?T& V\ ^^fe^iS 
M*/-Tyy—*m^TBmL, B3f0tt:3 8CStDNAl!Jfffc#fc. 
[0 112] 

$#M2 8 fchGPR8y#>Kf^#ga£3-K-r&cDNA<Z)#n-^ 

y9 - '- 

t M*TScDNA^lJ:tT, t: h G P R 8 ytfs/KtMMMSfifca- 

mcDNA®5' _ha«aswwfeafiKi-fM(bfe^9^'r-4:KhGPR8"y. 

FitfS§8#gB5:3- c DN ACD3' T«*l6IB?fffc3SK:^«Ufe!/9.-- 

>fv-T?ppR*tfi&«fc ^ nhGPR8 y^f>Fi8fjg*ses:n 

- cDNA?:^n-->^fe. PC R©S/^^££/£^#««T<Z> 
&&U*C&£. t hmj*TaJMarathon-Ready cDN A (CLONTECH) : 1 

Ml, aB?US# : 3 9 CD^DNA^9>fV-0.5MM, ®J?U#^ : 4 O0-&J&D 
NAy7^7-0.5/tH, 0.4mM dNTPs, 2.5 mM MgClg, 5% DMSO, LATaqjJfU^9 

-T^/*-f (PEBiosystems) &^V\ SSTC • 60#©iP^i«)^, 96"C • 30# 

, 64X) • 30#, 72tJ • 120^©iM:?;i>& 3 5 ^{C72Xn?10#|S&l§Lbfc ' 
. *tiPILfeDNA?:1.5%©7^0-^^;i/m^|&{Cj:y^ilLfc^, »700* 
ISODNAS^^ViJT'^yffiU DNA £;QIAquickGel Extraction Kit 0¥ 
T>fy) Srffi^TEUKbfco iCDNA^ TOPO TA Cloning Kit (Invitrogen) 

(Dzfu hn-;i/tc^o - tpCR2.l-T0P0^^^~'\^a-~>^bfc. ^tifcx*/ 
i!Jt7 n y (Escherichiacoli) TOP10 competent cell (Invitrogen) IC^IA 
LT»»R*bfe*, cDNA#Am^&#o^n->&T>tfS/y ^fe<fctJfX 

-gal ftMLB^WTfXKU e^&Mi-s^n-^cD^&as^bfco 
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tiLBmm-^-m^V. QIAwell8 Plasmid Kit (*7>fy) Zm^Xzf^X 
5 KDNASHifUfc. &ggB#I©&i£©fc»©MttBigDye Terminator Cycl 
eSequencing Ready Reaction Kit (PE Biosystems) fcflj V\T??&V V SbfoSBlfr 
*/->ryy— Zm^xmUh. BJ#f##: 4 1 CitDN A®J#J&#fc., 

d©S2?r[ (|3?rj#-i- : 4 l ) lit: h G P R 8 y fty KfulgMB Kf S 
feftlCDNA Sr-g-tf^^^ ^ KT?^ISgl t fc:*fl§@ &TOP10/pCR2.1-T0POfc: 
hGPR 8 U KtlrlKffc (Escherichia coli TOP10/pCR2 . 1-TOPOHuman GPR8 L 
igand Precursor) t#^l/fc 0 

B2#[## : 4 1 IC^-T D N AI3?!IK: », ##09 1 1 JCfB^ h fc \L Y G P R 8 U 

ft y Viz?* F<D7$. J WORHta - F** «fc d & 7 1/- iv##&-TS#, -e© 

U ZL^*T^c^o^©g^T?ATG^©3F>S:^aK>2it-sri:^3® 

3;hTV**«#*er3;|VCy** (E btt£tt»JttmjfiJtf3IH? (H-P ra * s «t a 
I.; Proc. Natl. Acad. Sci. USA, 86#, 1836-1840K, 1989*£, R. Z. Florkie 
wiczfcJctfA.Somner, Proc. Natl. Acad. Sci. USA, 86^, 3978-3981K, 1989 

,. 79^ Ix^-^-f >&5t8ft£4 (S.Nagpal et al., Proc. Natl. Acad. Sc 
i. USA, 89#, 2718JC, 1992^) , fc. h**jfcy jtf^fcTn U (M. 
Taira et al., J. Biol. Ghem., 265#, 16491-16497H, 1990^) , */3Vt?n 
VAx.^VyytT-fl'fe&BM (H.Sugihara et al., J. Biol. Chea., 265#, 
21714-21719H, 1990^) ) . 

ZL*i£>©M*?ttATG{cfS*> ULeu&n- K1-<SCTG#g9*&n K>fc ItfiSSft: 
Tv**£i:;tf#v\ t >gprs Ktirafl«BK:£v*T%HI*T?**i:# 

X, «3*<D^»*^tt59 h©GPR8 Vfty Fft*U>f<DBtimifcm&£.0}i> 

m ^ e> r ti e> © jDms a tc 35 # s n k > t * 2® 3 *i & atg tc « js 1- 5 
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[0 113] 

y^f^flc DNAIt Marathon ™ cDN A Amplification Kit (CLONTECH) 
fc^T^^flpoly A(+) RNAfr&ffSSLfc. ^*^poiyA(+) RNAtt, •?* 

h o y jh*ey^-.>f if-T?3S£c«# U z.a>W®mWlfr h isoGEH»*&Mv^feto 

talRNAHSg^fC^oT^^^iltotal RNA&#fc 0 #ClC, :7##6ttotal RNAj&v& 
mRNA Purification Kit (AmershamPharmacia Biotech) fC?g#CDoligo dT cellu 
lose^A&M^fc. * n V F - & 2 tSff fce> £ IC i »J „ 7,t4g©^# 

^®polyA(+) RNA£#fc. RAGE PCRfC&bfc c DN Aftlst strand cDNA^; 

MCgstf<Z)-/n Fn-;HC^oT#flLfeo lststrand cDNA 
tt, *V h C^©»*^«Aliy©«to U IC3i!«9»«MMLV (-RNAse H) (RevT 
raAce,m#lr) £M^T. l / ttg©^*l t §ipolyA(+) RNAfr 6>-£fifc Lfc. 
'[0114] 

##0J3O ^^I G P R 8 'J Ffl^I 6 S: 3 - Ft 5 c D N Affl5' ±%L 

lISi(Z)5' RACE PCR #U~=.y>ft. ^©PCRfflpa DNA©i£M#f& 
mm Lfe2Mi05' RACE PCR # U — — y iflZ «fc »J , GPR8©U^ 

1®@05' RACE PCR ^n-->^tt, ±IB:/# : fi t §tc DNA5:ili:lT^ 

v FKigs#©AP i7?j°?-nmm& J & •. 4 3©^7-f7-T?pcRS)S' 

&4?&v\ &fc£©PCRHj£M&i§Mi:l/-C3f y M:i#fflAP2y5>f7- 
: 4 4©-&j^^9>fv-"ePCRHJiSS:ff^^ii:{CJ:y^Stvfe 
„ PCR©M/Sm^i:K^#«JKT©iife»;T?feSo fiJS*tt*?Mc»f!f- 
GDTricine-EDTA Buffer"*? 5 O'ftH&SRLfc^^^lt c DN A 4/« 1, A Pl^-f 
V-0.5/ttM, @2#I## : 4 3©-£j£DNA:/9>fV-0.5^M, 0.4mM dNTPs, LAT 
aqTKU^^-"^ 0.2Mlfe«fct>'^lC#M©GC (I) /ty77-mS 

jSS£20,et 1£:U -9— V/l/iM # 9- (PEBiosystems) &;gv\ 96X3 • 120#<D 
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Mffit<D%t* • 30#, 68^C • 180^<Z>1M ?;i/&30EI|s& »J ?SU 3££ 72 1CT?1 
0^|§#iglfe, #ac, 3py MC81i#0>Tricine-EDTABufferT* 1 0 O^^tfc 
PCRMfB^lMU AP2^7-f7-0.5MM, S3#J##: 4 4©^DNA^7 
-fV-0.5itiM. 0.4 mM dNTPs, Advantage-GC2/K U ;* 9 - (CLONTECH) 0.2 
J:tF»*K:#»CD^v7r-T?l»fiJ«»S:20/tli:U (PE 

Biosystems) &j§W 96XJ • 60#©in^©^ 96X3 • 30^, 72T3 • 180#CD1M 
3 HI, ^{C961C • 30#, 70"C • 180#©i?--Y 3 ®, dCtCS^C • 30# 

„ 68X3 • 18O;g>0U--f £ ;I/£4|1K • 30#, 64TJ • 30#, 72*C • 180#® 

im *;i/£i suntysu JHfe^TCTfio^nfiifibfe. ni/tDNAti;. 

2% © T if U - 7. Vfrm&mMK J: U L »800*36*<Z> DNAiA^V 

Ut»^J»;ffiL/> DNAS QI Aqu i ckGe 1 Extraction Kit (3rT4*» feffi-V^TiaJR ' 
tfeo IfflDNAS, TOPO TA Cloning Kit (Invitrogen) <Dzf U h3-/l/}Ct£o 
TpCR2.1-T0P0^^^-A^n-^V^bfc. iftSiS/i!) t7 n U (Escher 
ichiacoli) TOP10F' competent cell (Invitrogen) KU*AkTJgSt1E3lbfcifc 
c DNAjfA®T^&Kp0^a->&T>trS/y IPTGfiWX-g al 

*Tf— <MHtU QIAwell8 Plasmid Kit (^P7^>) fcffi^T:/^;*^ KDN ■ 
A&H^Lfe. ffigBB3&J©&£©fc«>©&J£ttBigDye Terminator CycleSequenc 
ing Ready Reaction Kit (PE Biosystems) &-£v^Ttf&VV ft3%£@ft3'--4'2' 

*-fefflV^iMb, BJ5#* : 4 5CStDNAB?!ISl»fe. 

2 BIS ©5* RACE PCR ^D- — ^fioDNAtjfi!tl/T*y h 

C*#«)APlWv-tBJ!I*«: 4 6©My7-fT-t-PCRS^5:l5 
*W fcC£«DPCR£fS*fc*S!fcLT*y = hlc»#©AP 2 :/9-f -r-fcW 
#|## : 4 7©^^^W^-T*PCRM/SS:f?^e>^i:^«ky^3^fe. P 

Tricine-EDTABufferT?5 0«#«lLfcy*»«oDNA 1 jet U APl^Y 
-0.5/zM, @B#I##: 4 6®^DNA^7-f 7-0.5/iM, 0.4 mM dNTPs, Adva 
ntage-GC27if U * 9 — £ (GL0NTECH) 0 . 2 a 1 & «fc tf^iUlC #|S© /t V 7 7 - T?l»jR 
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fSfi£20xil£:U T/HM"'*?- (PE Biosystems) 96"C • 60#<D 

iffiB*©^ 96"C • 30?J>, 72^C • 180#©«M*;i/& 5IS, &IC961C • 30#, 70°C ' 
• 1805B>©^W^^S: 5®, #fC96t; • 30#, 68TC • 180#©1M 2 0®ife& 

♦J3BU *«lC72TJT?10&H#«bfc. *y MC»#CDTricine-EDTABuff 

erT? 1 0 OMiKbfcP C RSMU K A P 2 ^5^7-0.5jaN, S5!lf § : 
4 7 (D&tfc, D N A ^ 9 -Y V — 0 . 5 ft . 0 . 4 mM dNTPs, Advantage-GC2d\ V * 9 - 
•if (CLONTECH) O^Al^AOWSRC^MO^V^r-TlfcSJKSSZOMlfcU' * '• • 
(PE Biosystems) &JgV\ geXJ • 60f2>©itH^CD^, 96T; • 30 

68X3-i80#©i^^^;i/?:3iiai^y>gb, ®^^c721c^?lo^•^#ML/fe , . 

ffl|liLfeDNAS:2.0%©T?!fn-X^;i/m^l&lC<ky^ilLfc^, J&200&S 
SODN ASA§y ye-Sjy fflb, DN A SrQIAquickGel Extraction Kit (^7 
feMV^TiaJKl/fco iCDNAl, TOPO TA Cloning Kit (Invitrogen)© 
ZfU hn-;i/tCfjgoTpCR2.1-T0P0K^^-^n-^V^L/fc. 
U t7n'J (Escherichia coli) TOP10F' competent cell (Invitrogen) {C^A 
bt^HtSlbfct, cDNAj»AK^ftJ»o«rn->ftT>trj/U>, IPT 

Gi3«fctfX-g a 1 ^bLB^weifiu -fifisitsfn-^fc. 

s > U > S-ttf L B ^fffiT?-i^ I, QIAwell8 Plasmid Kit (3f74*»£M 
V^T^9^.5 KDNASP^Ofco ^&S@B^([©^^©fe.Jb©SfStiBigDye Termi 
nator CycleSequencing Ready Reaction Kit(PE Biosystems) £fl!V^4T& V\ 

[0 115] 

#^13 1 # G P R 8 U #2/ Kt&Il-ftilS&n — cDNA©3' 

:/#GPR8 Utfv FtMWWSBfcn- K« cDNA©5' ±Sfc$8J©&SIB 
3?[IS:S^C#igbfe^7-fV-S:mv^^3 , RACE PCR^n-->^{C<ty, Zf* G 
PR8'J^ K©S&M#:ge&3 - c DNACD3* TSSSSBH^I 

fel^jWCLfc. 3' RACE PCR 9U-~y>f\t. 7$®mcDNA*ffiMt.l>X 
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-tm&m^ : 5 0<Z>^fifc>T9>fV-T?PCRfiJiSS:««idifcCJ:»;»rta*l 

^#©Tricine-EDTABufferT?5 O-fg^L/fcy^^ilcDNA 1*1, API/: 
V-0.5yt4H, SJ#J#-i§: 4 9®MDNA^5'fT-0.5<tH, 0.4 mM dNTPs 
, Advantage-G02JKU^9— tf(CLONTECH) 0.2/i 1£ J:tfP5§{C#JS<Z>Ay 7 7- 
T^SJSS5:20 a1^1/> ir^T^iM (PE Biosystems) &#V\ 96X3 •? 

6O»CDilflH0<ft,- ■ 96X5 • 303B>, 72X3 • 120#<D1M 5 EU &K96X • 30fT 

. 70X3 • 120ig>©-9->f ^l/Sr 5 0; #£96X3 • 30^, 68X3 • 120#©1r>f #;i/£2 
O..EI*y«U,-««K:72X;T10^iaf«abfc. #CtC MC«S#CDTricin(*-ED 
TABuffer-ei 0 R£fS*l/4 1, A P 2 V-0.5 BS#J 

5 O<Z>-£j£DNA:/9>fV-0.5/[tM, 0.4 mM dNTPs, Advantage-GC23j<y^ 
* 5 - -£ (CLONTECH) 0 . 2 n 1 £ <fc tflKft £ tf A >y77~ Tf^H/S ft S 20 ft 1 
L/, -9— V/l/ir^f* 9- (PE Biosystems) &JgV\ 96TC • 120#©iII^0D^, 96 
■C • 30S\ 68X3 • 120#<Z)1M *;t/£ 3 1 OH U jgU .*«Kl72 , CTfl0fl>iai#itt 

bfc. J»«>feDNAfe2.o%fflr^n-x^«i«Wttlcj:»Jd&'«bfclft, 
50^S^©DNA&^7^yU^^jyffib, DNA&QIAquickGel Extraction Kit 

(*rT>fy) SrMV^EIljXbfc. Z.CDDNA&, T0P0TA Cloning Kit (Invitrb ■ 
gen)CD^"a h3-;i/(C^oTpCR2.1-TOPOK^^-^^a-->^bfco 3*1* 
X*/x y fc:T 3 U (Escherichia coli) TOP10F' competent cell (Invitrogeh) 

izmALxmmmWki>fc&. cDNA#A®r#£#o*n-:/£7>t? 

it)!X-gal, I PTGfc#tfLB*35J*«T?jMRU a^M^S* n-> f 

yy}£i/V >£#trLBWI'e— MHU QIAwell8 Plasmid Kit (*7^> 
) &/SV*T:/7*5 KDNAfcHSELfc. «&Bft0ft&0&&0£JSKBisDy* 
Terminator CycleSequencing Ready Reaction Kit (PE Biosystems) StM^T^T 
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4#2 002-093096 

[0 116] 

-7*®mcDN AZffiMtLX. ^GPR8 U :# ^ KtWBttSB fca- 

FurKftsafea-F-r* odnacds* Ttim^iB^isrStc^siLfc^^-rv 

-T-PCR*iipiS:fi 1 ^d3i:fC«fc»J, ^GPR8'J^>K*iIftge&3-K 

fcj&mt. f>lC^#©Tricine-EDTA Buff erf 5 0^#$*bfc:f 
^flcDNA 1/tl, B2#f## : SacMDNA^'fV-O.S^K, WB?![# 
#: 5 3©^J«DNA3f9>fV-0.5/ttM; 0.4mM dNTPs, Advantage 2#JJ. * ? - 
•if(CLONTECH) 0.2/tlfe*oqWK:#J||<O7ty7r- , ej»fiJSS**20ialfcU * 
-v;i/i?--r (PEBiosystems) Sr^V^, 961C • 60#©imi^CD^ 96tD • 30# 
, 72X3 • 75#Oi?">f ^^40, 7^^96*0 • 30#, 70TD • 75#©-9--f ^M4 0' 
, #ClC96T: • 305$, 68TC • 75#<>D1M 9^541, &fC96X3 • 30#> 64X1 • 30^ 
, 72^C • 45f3>©-y-W^;i/5: 5 0. 3dC96T3 • 30#, 60TC • 30#, 72X) - 45g>©1?- 
-f 9fr&2 OVmVML* *«K:721C^10da , IB#ai/-fe. Jf«gbfcDNA£1.2 
%© 7 #□ - * y *ttftftflfr IC J: y b j&ij600&&gOD DNASA^y 

D N ASrQIAquickGel Extraction Kit (dpT^>) £JSV>TIIIJK 
bfc. ZL0DNA&, T0P0 TA Cloning Kit (Invitrogen)©:7a h^-MZft-D 
TpCR2 . 1-TOPOK ?#-/\?n- — yifhfco itlili/i'Jkrn'J (Escher ic 
hia coli) TOP10 competent cell (Invitrogen) iC^AbT^^Kl&bfe^ c 
DNA#A®T^S:fipo^a->S:T>fcfS/y >fe<fctKX-g a 1 &-^t?LB^5c ' 
*MIT*«RU B£&Mt-S*n-:ycD#£MSbfco£^fc£Mv^#iiU 
JgJWKJfc#&#fc. M^o^n-^&T^tri/U^^-g-tJLB^X-Iia^b 
, QIAwell8 Plasmid Kit (*74*;y) £^T^5;*.S KDNASJUlfe. 
^^@B^!f©^3tCDfe«)©jE/S(iBigDye Terminator CycleSequencing Ready Reac 
tion Kit(PE Biosystems)&M^T^fj5:VV gyhftSmi'-'ryV-tlPB^TM 
fl*U SS#I##: 5 4fC5H-DNAfB#!£#fe. 3©fH?U (BB^f** : 5 4) fi 
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^GPR8 U#>Kftfig#ge£:n- F't£fe#>o:©DNA£-&i?>'9;*5 F 
Wft«mbfe*Mig£T0Pl<)/pCR2.1-T0P07'* GPR8';^ FtuSgft (Esche 
richiacoli T0P10/pCR2.1-T0P0 Porcine GPK8 Ligand Precursor) H^Lfr* 
BB#I## : 5 4 <D D N ABHfltf 3 - Ft" S ^* G P R 8 V jfy FfflBttS S © 

75 y-S8IB?!IS:®!^f## : 5 5£atbfc. £©ttfS8#ga©7$ ; 

til o\zmm<DGFR8&5iMmtm&Kttir&GTP r sts&m&zm&K: 
-f 9 umrm <fc u #n s *i & g p r 8 u # > f * ^ f © r s j mm&ft tc <t 
ox^e>*^c$4xfer^ jmrnfrb 1 7^ax*<Dfa#i###bfc 0 $e>tc-eo 

fe3aj©#;i/tf*i/^$Ilci*GP R 8 Vtfy F^^ F©fc hjft^a^ftrSBffcM 

-A r g©@B?fJ (Seidah, N. G. et al.„ Ann. N. Y. Acad. Sci. % 839^>, 9-24 
K, 1998^) #2*m##b£o 31 CD CI GPR8»J#>Wf FO^ 

**=En^075 ygl®!f!I«IB?!I## : 5 6£i:tf 5 7 CDV*1**l^%> b < ISM^ 
Tf* n-fe. GPR8D 33y FttrKttS 6 CD T 5 y MS * # D 

NAfg#J&07{;:^bfc. 
[0117] 

##M3 3 7 9 HGPR8 Ff&§g#SB©-$£:3- F"T5 cDNA^r 

/tCD*n-^>y 

0{CgB^L£<fce>tC, G P R 8 ^MMS^Kl^f -5 G T P r Si 
^«tt&»*C^*aj*T**»&»«Lfe*^ FCD7S Jimfrh 1 7 757 
HHB£f (@B^J##: 6) Kg^T-r-^-^&S&fefTfcofctz:^ EB#f# 
#: 1 h E S TMmmm (T#iZ9 2/a>## : H3 

1598) tfjlffiSftfc. iCDDNASB^flil 5T5ym©S3^^mj*TSU* v e> 
#«Lte^y^K<or5^I«B»B' (BB?!J##: 6) ' £Rf--fcfcS»fR#«:»bX '• 
<r\fe 0 dCDH31598«, 99 FPC12jfflj»e>ft2ggbfccDNA9>f :7*9U-E&&CD 
ESTR05-e*y, 5f<5t5fc&7igg;&-£tf2 6 0 £©H31598ttG 
PR 8 'J^K07>y hft^n^X^F (J£AT> 99 hGPR8 FiliB 
lt53i:^5) CDt8riB#gacD-a$£=i- Fbtv^tmjtSftfccDT^cD 

iEfllftSISlH^Ifeftft-rSfeft, H31598CD5' &gSB?!I£3' tgg@B?!l£SlCft$S 
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L/fe-etl-^tlO^^WV-T*^^ hffiJMarathon-Ready cD N A (CLONTECH) 
fclfePCR^D-om&ofe. P C R©£j£IKffi/£fcKJS&#ttEtT© 
5 i, 9y h ^Marathon cD N A (CLONTECH) 2#1, S3#I## : 6 0 CD 
^DNA^7>fV-0.5^II, mf^: 6 1 ©^JftDN A^9>f^-0.5/tlU 
0.4 mM dNTPs, Advantage-GC27K U :* 9 — i? (CLONTECH) 0.2 # lfcJctfSfp^M'fM 
©Ay 7r-T?l&Rj£*S20/tlfcU ir-V/l/IM ^9- (PE Biosystems) -fc 
fflV\ 96^C ■ 60#©itI|^C7>^, &IC961C • 30=$, 60XJ ■ 30#, 72°C • 60#©1M 
4r/US35!B*yjgU #lfclC72T;T?10£|HH»fil/fc. ifl|IIb;£:DNA£4.0%CD 

T # n - 7. >ffr%.$mMKL «fc y #H b'fe*. S&250JSS^© dna%a§ y u.tj 

fl»JfflU, DN ASrQIAquickGel Extraction Kit (*r7*fy) V*TlHJRL>"fc 
. lODNAt, T0P0 TA Cloning Kit (Invitrogen)©-/n h 3 -;WCt£o TpC 
R2.1-T0P0^^ ^-^\^n- — >^bfeo rtl&X^iUtra'J (Escherichia 
coli) T0P10 competent cell (Invitrogen) {C^Al/T^M^H/fc^, cDN 
AmAmKZW^tU-l/ZTyVi'V >^<klKX-g a 1 fc#ttLB*^*tt 

r> ^ 5/ u >£^tf lb ^T'—&it#u qi 

AwelI8 Plasmid Kit (.^rTtfy) ^M^Xzf^T,^ KDNASriSLfc. %S 
K^J©8^©fe.#>CDH/S{*BigDye Terminator CycleSequencing Ready Reaction 
Kit (PE Biosystems) £J5V>T?T£V\ «3ft*a»2/—?T2/ , 9— £/S^Tfi?^b 
> SB#I## : 6 2fc3"rDNAf2?!|&#fc. PCR? 0-~>^LfcDNA0S 
SSB^a (B»B#-*: 6 2) fcH31598©&gfE^J£©it${{Cj:y, ISS^©^ 
&Wk *J #H31598CD&gfg?!Jfc: & 5 Z. £ &m b *» tC o fe. 
[0 118] 

##0134 5y hGPR8y3!f>KllrJlg^aS:3-K'rScDNA<Z)5' Ji 

5* RACE PCR 9U~->>fKJ:y>7VhGPR8VtfyFWmftm&*^ 
-Kt5cDNA05' ±«*«K5!IfeW6*»Cbfc. 5' RACE PCR 
^tt, flgSMarathon-Ready cDN A (CLONTECH) Z. h X =¥ V h JCS&ft© 

AP 1 : 6 3©-&j£:/9>fV-T?PCRMJ££f?fcV\ «C 
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6 4®&&7^4^-X'PCRRj&*m£$Zt\z&VMmtlftfc. P CRcdS 
]S$^fcH/£&#J:mT©fc£»J , ?&<&. SJS^tt^y hB8Marathon cDN 
A 2^1, AP 1 79-fV-0.5i[iM> gB?U«: 6 3 ®MDN V-0.5 
A.M. 0.4mM dNTPs, LATaqtf U * ^ - 1? 0.2 a lfe«fc^^lC#M©GC 

(I) rty7 7--emKfc&*:20(ililL. -y--v;i/-9--r (PEBiosystems 
) 96^ • BO^CDfltn^®^ 96*C -30^ 68t • 120#©1M ? JV 5:300 

HUiBU §e>lC72t:-eiO^#MUfc. ?£(C, bK^tfCDTricine-EDTABu 
fferT*2 0 0^#3KL^PCR^JS?S2mU AP 2^7'f , 7-0.5<iH, H£T#9 

: 6 4©^DNA^7^V-0.5<tH, 0.4 mM dNTPs, Advantage-GC2jKU ;* 9 
-1?(CL0NTECH) 0.2 i ttlfej:Of^{C#Jg©^^7 7-T?i!il 1 RiSfi$:20Ml^b 
, t-^t-f^7- (PE Biosystems) fcJBVV. 96*C • 60©©JD»©«, 961C 

•30#, 68*C • 120#©-y->f ^;i/$:3 10, S^lC72 , CT?10^«a tfe. Jf4@ 
IfeDN A.«:l.2%©y#n-*4rVi/**3*»K:J: VfrMLfc®.. S&eoo&SJI©. 
DNAS^j^ V V T?"9jy ffib, DNA&QIAquickGel Extraction Kit (*74*> 
) 5rfflV\-ClElJRbfe 0 r<DDNA&, T0P0 TA Cloning Kit (Invitrogen)(D^n 
b3-;i/Kt£oTpCR2.1-T0P0^?#-^?n-^>yi,fc, itl&IJ/i'J 
73 U (Escherichia coli) TOP10 competent cell (Invitrogen) 
%temL1t&s oDNA»AK^S»o^n->67ytfS/'J>6J:tfX-8a- 

**T?— R#*U QIAwelia Plasmid Kit (*74*» K : D' 
NA&iltfe. aSSB^JCD^Ofe&COH^ttBigDye Terminator CycleSeque 
ncing Beady Reaction Kit (PE Biosystems) £JBV>T?Tfc V\ ttftafigflti'—'^r. 
£MV>Tj5?SBU 6 5 iC^-fDN A@S#JS:#fc. 

[0 119] 

##M3 5 5»; hGPR8 U Ftu^ftSB &n- K1-<5 c DN ACD3* T 
5y h G P R 8 y ^fy KISIMB S n - Kf 5 c D N Affl5' ±«S5gCD^ 
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ffiWfc«cfWi/fc^9W-fei:tf9v hGPR8 y#>K«rK*fsaa©-» 

£3- c DNAIff#BB#J£gM£S3Lfc:79-f v-StEv^' RACE PCR 
^a-->^iciU > hGPR8 y#> F«fK#SaS3- KT5 cDNA 
©3' T»*3tW3flfcl»e>**Kbfc. 3' RACE PCR ^U-~y^\t. 5«; hllKMar 
athon-Ready cD N A (CLONTECH) LT* y h fCgStf© A P 1 ^7>fT- 

fcEB?!l##: 6 6fflM^5^V--ePCRH)S^^ &K:i©PCR£/S 

Mc^#©AP2:/9>fv-£SB3aj## : 6 7 ©-^y^-f 
v-*PCRKjSMrfc3£fclcJ:y»as*ifc. ■PCR©fifSttiHJ*i:&fS* • 
mtiXTfttteV E.mm*> 9>V hBKMarathon-ReadycDNA Z/tU A 

P 1 :/v>fV-0.5#M. @B#I## : 6 6©MDNA^7'f V-0.5/4M, 0.4 mM 
dNTPs, Advantage-GC 2tf? 'J ;* ^ - 1=? (CLONTECH) 0. 4^1 * «fc tfPHtiC #M© >i> : ~" 
7 7-'e^MfSfiS:20 i ttlilb, -fr-V/HNf (PE Biosystems) - „ 

96X3 • 60|5>©;&ni&©^ 96-C • 30#, 68XJ • 180#©1f->f 9 to* 3 0 IS&UjgU. 
, «*C721C-eiO^|IB«aUfe. h{CSs#©Tricine-EDTABnffer-e2: ; 

0 0^#^UfcPCRH^2ittU AP2^Y-0.5/iK, : 6 7© < 

MDNA^-fT-O.SAH, 0.4 mM dNTPs. Advantage-GC23Ky *^--fe*(CLON 
TECH) \i3£TfBmtZttm<Drty y 7 -T*mJx.l&&*:20 # IH U 

"tM*?9- (PE Biosystems) £MV\, 96XJ • 60#©2m$*©#l, 96X3 • 30#. 68 • 
X3> 180ig>©1M *;i/£3 S^{C72X3-ei07>^Mtfc. if*gl/ • 

feDNAS:1.2%©T^n-^^S^i*(C«fcy7>g|Lfc^ S&600JSM©D 7 
NAt*?y.U"efHIBU DNASrQIAquickGel Extraction Kit (^7^» T 
&MV>TiaiRbfco 30DNAS, TOPO TA Cloning Kit (lnvitrogen)©^0 K 
a-^fC^oTpCR2.1-T0P0^^^-^^n-->^bfe. i*lSl'>i'Jt7 

ay (Escherichiacoli) T0P10 competent cell (Invitrogen) K.&ALTMW 
UMLfc&s cDNAifA^S^o^n-^SrT^trS/y >feJ:tKX-g a 1 

U QIAwell8 Plasmid Kit (*74*» Zm^XT*?* S. KDN 
A&HlEbfco &S@B#l©&}£©fcib©HJ&&BigDye Terminator CycleSequenc 
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9#2 002 — 093096 

ing Ready Reaction Kit (PE Biosystems) &JfV\T£r;&V\ is— try 

tf-fc»v*T«M*U mmtt: 6 8{c^tDNASB?rjS:#fc 0 
[0 12 0] 

###13 6 ?y hGPR8U#>Ff&Sg#gaS:n-F1-ScDNACD*n- 

*7V bBKc DNA&jSSt b!C, ^^5/ hGPR8 U Kl&^ftge5:n- F 
ncDNA05' J:**«iB^&a6fc:l,fc^9-f'T-£9y hGPR8'J^> 
Kf & & 3 - KfS c D N A(D3' T^&SSB^J&gtCbfc^-fV-T? 

PCRifif@£?T&e>;i£K:<i:»K 9y hGPR8 y#:/ Ff&i&flcga&n-- K1- - 
5cDNA&^n-->mc 0 PGR©fi/S«j|B«4:g«;*ffttJaT<z>i:«y ' 

KJE&lfcli, 7«; hlgJMarathon-Ready cDNA 1/t.l, .HJ#f## : 6 9© 
MDNA^7>f7-0.5|iH, I3#l##: 7 0®-&^DNA^'5'f?-0.5/tl 
0.4mM dNTPs, Advantage 2stf U * ^ - (CLONTECH) 0.4# l£<fctf®^K:#M© 
/t* 7r-^H^*S:20iti li: U i?— v;i/1r-f (PEBiosystems) £M 

96t: • 60#©}&II|^O^, 961C • 30#, 601C • 30#, 72X3 - 60#©iM" 
3 5®»y$gU *^tC72TC,t?10^«Mbfco i»«UfcDNAS1.2%©T3{f ■' 

ffiU DNA&QIAquickGel. Extraction Kit (^7^>) £MV^EUKl/i£:. '"i" 
ODNA5;, TOPO TA Cloning Kit (Invitrogen)CD^n Kn-;WCt<£oTpCR2.1 
-T0P0^^^-/\^n-~>^"L,fe o ^^li/iij h:7 a U (Escherichiacol 
i) TOP10 competent cell (Invitrogen) lC^AbT7£g<g#|Lfc^ cDNA 
#AWM r *»o^-n->fer>trS/-U>feJ:OfX--g a 1 &&tiLB§l$3Zmi&T* 

*@*©*n-:y£7>t^>y >£^?JLB^it- fflttttU QIAw 
ell8 Plasmid Kit (^T^» V^:7*5X S FDN Afcli&bfce ' 1 

#l©Sfc^<Z)fc#>©KJSW:BigDye Terminator CycleSequencing Ready Reaction K 
it(PE Biosystems)&;gv^?T&^, «3fe*©»S/-- !r>-»— ftfflV\T|PttU 
HW*# : 7 l tc^f DNAU#J&#fc„ d©@B^J : 7 1) tt, 5«; 

NGPR8 U^f> K!MEW*«&fc3- F-t&fctoZOBN AZ-£t}-7?XS. FT- 
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*««*Ofe*J»*&T0P10/pCR2.1-T0P09 v h G P R 8 U Ftfrffift (Esche 
richiacoli T0P10/pCR2.1-TOP0 Rat GPR8 Ligand Precursor) £$t£Lfc. 
Wmm9i 7 1©DNAW!I#3-Kt*5» hGPR 8 U2f> KtMWMtfi 

c «j*t* * y #» a ft fe g p r a y 3«f > k ^ ^ f o 7 ^ y mk HawMFf 

J:oTq!&*»»CSftfeT-§y*Ji»6 1 7^£T'<DU#Ii: 5^gg££tf 1 7 

assort y McD^AfteaHRbfes^ii^Mbfe'. a hKz&mmoiifr 
s a ismsc-- m%<D&mm&* 79- y a a ft & £ e> ft & a r 

g-ArgODffi#I (Seidah, N. G. et al., Ann. N._Y. Acad. Sci., 839^, 9- 

2m. 1998^) ^2^m#«bfc. zme>©r^^e», g p r 8 y # 5/ • 

K©5»; h*^D^©7$y®SB^«@B?!JM : 7 3fe<kO t 7 4©V>Tft^%>U 
<»®^T*«.Sil«l^aftfc. 5y hGP.R8y3V>K«r«{*SSCDT5 7M 

«fc d n Amm 8 k.^ l 

[0 12 1] 

#^3 7 V9^G-PR8-.y^f>-K«f*{*«e«)'-aS&3-F'r* cDNAWf 
GPR8 y^f> K^y^KCDV^^^^n^ (J«T> 7^GPR8U^ P 

S-tbT, PCR*MBiMffcV\ **ffiDNA0tt&S8l&|fe£L&. PCRfflH 
/S?Kiffl^i:Sf5^ttJ^T©^feyT$>5 0 79^fIcDNA (CLONTECH) 1 
UK mm&% : 7 S^DNA^V-O.S/tM, 12^J#^ : 7 9 0^D 
NA:79WV-0.5»*. 0.4mM dNTPs, LATaqjtf y * =y — £ 0.2/tlfe«fc 

^m{c#M©GC (I) /ty7T-T^HJSS&20/tii:U -9— 

- (PEBiosystems) £MV\ 96G • 120#© MM<D&, 96^ • 30#, 681C • 120# 
«D1M#;i/S10|Bgfc»;igU ?jfc{C96t! • 30#, 641C • 30#, 721C • 120i$©iM 
*/l/fe25|Bfcy3gU S^{C72lC-ei0^^#5aLfc o J«MBbfcDNAftl.5%© 
7# n-*$*/MMMMfrK:J: y#Hbfc^, jft3501&g;gCDDN Afc^S V y 
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flJUtBU DNASrQIAquickGel Extraction Kit {*c7>fy) £JlV*TtgjRbfe 
. 20DNA4, TOPO TA Cloning Kit (Invitrogen)©^ n b n oTpC 
S2. 1-T0P0/* * * n ^ L £. 3*VfcX$/ x U 7 3 y (Escherichia 

coli) TOP10 competent cell (Invitrogen) {C^AbTj^jglStSll/fc^, cDN 
AifAW^rfeWo^n-^ftr^^S/y >fc«fctfX-g a 1 Sr^-tfLB^^SS 

fl^n->&7>i;j/-!>>S*trLB«i8'e-»**U' QI 
Awell8 Plasmid Kit (=*7>r*>) &J§V*T:79:*5 KDN AfcMHELfc. ittlfi 
!E^J©^^©;fe#>©,Rj5&fci:BigDye Terminator CycleSequencing Ready Reaction 
Kit (PE Biosystems)3:MVAT?rfcV\ ©»S/^-!r>*- *fflV^T»«b 

(H!?Wf : 8 0) ,.. . 
[0 12 2] 
###J3 8 V^^figcDNA©#|g 

V?;*JS5cDNA&, SHART™ RACE cDNA Amplification Kit (CLONTECH) 
; &Mv^TT 1 ^^>flSpolyA(+) RNA (CLONTECH) j£r> £>„ 3r MC^ftfCD^n h :2 — .fl/ 
CftoTfNRbfc. ^fltLfclst strand cDNAMS, * >y h icSSff ©Tricin 
e-EDTABuf fer-£ 1 0#K1#3RU Zl©ig?££RACE PCRR/SfC&Ufc. 
[0123] 

###13 9 y#> Ktu^#Ma5:3- F**S c DNA0O5' _h 

5' RACE PCR ^n-n>^JC«fcy> V^GPR8 V i$V KtMB#SBfc3- 
Kt5oDNA05' ±tdlttJSB»!l&IJ!&*»K:bfe. 5' RACE PCR 
fit, V^ytflK c DNASr^Si: LTSMART™RACE cDNA Amplification KitlC 
^©Universal Primer Mixi:gB#|## • 8 1 ©-£/S:79>f V-*CP C RfijSfc 
f?fcV\ ^iC^OPCRSfKSE&iStLT^y Mc8s#©NestedUniversal Pr 
imer£BB?rJ## : 8 2 V-T* P C R£/S£f? * •?> S £ fC«fc »J 1«3 

*tfc. PCR ©HiS^JffiJ^^SfS^#ttJ«T©tfey^&5. HJ&^fci^tf* 
IKcDNA In 1, Universal Primer Mix 2j»l, I2#J## : 8 lffl^DNA^ 1 
5^V-0.2#M, 0.8 raM dNTPs % Advantage-GC2jK y ;* 9 -if (CLONTECH) 0.4^1 
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E Biosystems) &;SV\ 96^ • 120#©;&nf?&©^ 96TC • 30#, 68T3 • 120#©-y- 
>f^^/fe30Er»y38U S&^-CTlO^WISaLfe. &IC, hfC8ii#<Z>Tr 
icine-EDTABufferT? 5 0-fgf#f{bfe P C RS/S^0.5m U Nested Universal Pri 
mer SB#I## : 8 2®MDNA^5-f 7-0.5a»» 0.8mM dNTPs, Adv 

antage-GC 2tf U * 9 - i=f (CLONTECH) 0.4/a lfc <fct5^fC#H©A»/ 7 7-f8 
£/Sfi£20yct 1£U -y— (PEBiosystems) £JBV\ 96XJ • 120# 

(Dtum<D^ 96X3 30#, 6(TC • 30#, 72TC - 120#©->M *;i/£30!Sj$il*j iiL 
, S.&C72TJT!10#tBHJMttUfc. ift@LfcDNA£1.5%©T#n-X^b«jr 
%.MK£V&MLfc&. B300S^CDDNA$r*^V UTf«*J fflU DNA&Q 
IAquickGel Extraction Kit (*r7>fy) £JBV*TI3J& htc. TOP 
0 TA Cloning Kit (lnvitrogen)©^0 h n— JViZfe-o TpCR2.1-T0P0^^ # — 'V 
ifU- — yifht=.o rtlSrXi/oc U t7 n U (Escherichiacoli) T0P10 compet 
ent cell (Invitrogen) C*ALT«**MR3tLfc«, cDNA#Aii^^oi' 
n~>S:7'>bri/U>fcj;^X-g a 1 fc^tf L B^ci§ifiT?3®#?U B&£M 

©^B->*r>trS/y ^S^tfLB^-IIWIU QIAwell8 Plasmid Kit 

(*T4*» fcJg^TT^*^ FDNAfeWibfc. ££»!?![©»)£©£*&© 
KfS&BigDye Terminator CycleSequencing Ready Reaction Kit (PE Biosystem ■ 
s)&Mv>TfT&VV $k%i&&Mi/->TyV- £M V>Tfl?^U fB#[#-if : 8 3 tc 
^•f DNA®J?rj§:#fc 0 
[0124] 

##140 V^^GPR8U^>Kl^f|g^e&a-K'rScDNACD3 , T 

3' RACE PCR*n-n>#fCJ: U, V#*G P R 8 U Kfc&ffi#g& & 3- 
K1-ScDNA©3' T***B»ttfc9lfe^K:Lfc. 3' RACE PCR >?n-=.y>f 
tt, V?Xj&cDNA&6tM£LTSMART TM RACE cDNA Amplification KitfC 
^©Universal Primer Mix£®J?rj§# : 8 4 V-^ P C R&fS£ 

??&<r\ &C£©PCREJS$£^£LT*V h£^#©NestedUniversal Pr 



12 6 



ffit£# 2003-3006608 



#2 002 — 093096 
imer£U#f#-t : 8 5 0-&j£^>f V-T? P C RHfS&ff fcd d i: fC«fc *J3tJ*3 

flftcDNAl^U Universal Primer Mix2/tU fB#l## : 8 4©MDNA^ 
9-^"r-0.5AtM, 0.8 mM dNTPs, Advantage-GC23tf'j ;* 9 — ■£ (CLONTECH) 0.4 n I 

fe«klK^tc#M©^^7r-T*0H^SS:2O^lhL, -9— (P 

E Biosystems) feJ§V*, 96*C • 12O&0>ftlfta>fk 961C • 30#» 681C ♦ 120#O1?- 

Tricine-EDTABuffer-e 5 Oflff&JHUfeP C RKfSlfcO.SM 1, Nested Universal P 
rimer 0.5*tN, fB5!J#-$§- : 8 5 CD-g-J&DN A^-f V-0.5*iM, 0.8mM dNTPs, A 
dvantage-GC 23KU^ v— ^(CLONTECH) 0.4# 1£ <fc tfPiit}C#MODAy 7 r-T* 
HJjt$*£20iil£l'« If— V/l/tf-f (PEBiosystems) tA^ 96*0 • 3.20 " . 

&®ft!fflKD.ft« 96^C • 30#, 64X3 • 30#, 72"C • 120#©-tf->f 9fl/*:S0 MWk U 
»U **KL72TCT?10^|H!«abfc. Jt*ibfeDNASi.5%©r^fn-x^>a/ 
«&*gfrlC£»ja-8ILfcaL »700*a*ODNAS:*$y UT?«»;fflU DN 
ASrQIAquickGel Extraction Kit (3r7^>) feJ§V*TIHJRb&. ^©DNAI ■ 
, TOPO TA Cloning Kit (Invitrogen)CD^a > =1 -;i/{Ctj£o TpCR2.1-T0P0^^ 
&—*s9>U— ii-J/^bfev itl&XS/xU fcir 3-y (Escherichiacoli) TOP10 
competent cell (Invitrogen) KmKhX^^MM^t^ oDNAjfAffi^ 
#o^n~>£y>fc?^y >fc«fctfX--g a 1 &-£tf L B^ffitf6T?J§&U : B 

„ ffi^©^n->&T>tfS/U ^Sr-^-tfLB^T— Bfe^f#b, QIAwel 18 Plasm 
id Kit (^T^» £/BVT:/5*5 KDNA&SBBEl/fe. tMHOT©**© " 
fc#>©MJS&BigDye Terminator CycleSequencing Ready Reaction Kit (PE Bio 

systems) *m^Xfii£\\ »3%a&»S/— !r>*-fe«V%TjW«IU : 
8 6fC33ViTDNAltfrj£#fe. 
[0 12 5] 
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K«MB#5Bfc3- cDNA(03" TftttaHBBIfcaiK: Lfc^-f v-f 
PCR*fi[g£fi 1 &5z.i:fCj: »J, ?!>^GPR8 U KIMBttSafca- K"T 
ScDNAHfl^^Uc PCR ©K*&?£*Bf& ttJ^T © U 
VSr*jRcDNA. 0.5/ttl, @a?!f#-^: 8 7 0MDNAy 
^-fV-O.S^M, : 8 8 0^DNA^^fT-O.5/iS, 1.6 mM dNTPs 

, LATaqTtfU *9-i=f (Mit) 0.2/»l»J:.rjq»*K:#*OGC (I) Ayyr- 
T'MfcfaA$:2Q filth, V— v;i/*r>f (PEBiosys terns) £#V\ 96TC • 1 

2O#©iD^0^, 96T3 • 30#, 64*C • 30#, 72XJ • 120#©if>f * )V & 4 0 Eljfei 

»; m u , *« {C72-C t* i o^nm u & . mm l & d n a & 1 . 5 % © 7 # a - * y 

^«*»»KJ:»;4Hfcbfctfe. $j700&M©DNA£#^y U T^jyttSU D ; 
NA&QIAquickGel Extraction Kit &M^TEJJKbfco 3©DN A 

TOPO TA Cloning Kit (Invitrogen) ©^n h n -;HC^o TpCR2.1-T0PO^ 
?#-^*n-:^>^Lfc 0 rft&xS/xUfclT =l U (Escherichiacoli) TOPI 

0 competent cell (Invitrogen) KmKhX^^MMhtc^ c D N A|f At^T/i 
£#o*n->£7>t^U :yfe«fctfX-g a 1 fe^tfL B*35«M67f3B^U : 

fe. . «^©.^n-^«:T>fcrS/U>S:^tfLBJ»%Tf-tt«§|U QIAwell8 Pla 
smid Kit (^T^» feflV>T^X$ KDNASitbfc. SSB0!l®ft)| 
©fc#>©Kj5S&BigDye Terminator CycleSequencing Ready Reaction Kit (PE B 
iosystems)£M^T:fTfcV\ *3fe«&»5/-4r U 
: 8 9 &C^DNAIB?rj$:#£. £©@B#f (BBMM : 8 9) &,V?*GPR' 
8 y#> KtMBifc5B£=i- Kf ZlCDNASr-g-tf^^^^ KT?j^*t« 

#1 b tc -kmm £ T0P10/pCR2 . 1-T0P0 V <?XG P R 8 U i$V Ft&Sgft (Escher i chi a 
coli TOP10/PCR2.1-TOPO Mouse GPR8 Ligand Precursor) £$r£bfc. 
@B#I#-t : 8 9 KaVTDN Affile tt, ##« 1 0 KBMOG P R 8 ISSUU^ 

1 7«aS*Tf©BBffffc53S*BfiJ:^l 7^g@©7$ ;$*©## H&SitlKL 
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S£^3*lSATG##:£bfc^. LfrU F G P R 8 V X> Ft&i8ftgB K 
&^Tmmzftfc£$K. y h©G P R 8 U Fjft^n ^©ftf 

8 V#y FI»«#BcacDl»gS:JiJtl/fe.- r©«3tR»^9^G P R 8 U FffT • 

75; M3fli:MS*i*ffiW©#*#*S/*JS«CliG P R 8 U F^^ •"- 
F©fcK h**n^t&SK#§B©t§^fc|f!l8lK:* iiig©£3l :■■ 

ffifi^^ FWJffiStlSilM&tVSAr g-Ar gO|25![ (Seidah,N. G. 
et al., Ann. N. Y. Acad. Sci., 839#, 9-24K, 1998*£) #2->rJ?r#:gE Lfc. 

rtieoiii^e), gprs F^^F©v^^^=En^©T^ jmmm 
> mmm^ 9 1 © 2 3Bss?f^G prsu # > f©t ^ ; ragitt. 2 3 ; 

hGP.R-8 U^f> F©r?y6ftBB?lI (IJflf*: 7 3) t-gtLtw ;i 

* . «*» v f^GPR8>;jf> FtMKftSB © r 5. swmms * #d n au#j 

*H9K:a%Lfe. . 1 

[0 12 6] 

2 9* If&fcMVAfc [ 125 I-Tyr 2 ]-hGPR8L(l-23)fe ^ 

«fc «f [ 125 I-Tyr 10 ] -hGPR8L(l-23) ©f^SS 

DMSO 5 n 1 £^ b fchGPR8L (1-23) (MM^ :16T?^3*l&y5y Bngf ■ 
fr&fc-SsKU'*:/^ F) lnmolfeO.l M SMS— y4r/l/5/i-l £*B-£U 0.1 N HEP 
ES (pH 7)tC^^bfc 0.001% it^-ft^flt* 10/il, 0.1 MHEPES (pH 7)K1»# ' ' 

h/*-***/*— if (S/^V*±) lO^g/ml fclOjilfcictf [ 125 I] Nal 7 

37MBq (nen^w 7t^fi>xyn^^t) 10*1 MTfeo^iKfe 

U «T©M?HPLC^lfc ( 

J5V>fc;*7^Att, ODS-80TM (4.6 mm x 15cm) ( h -y -it), ?§ffi?&A£: LT10 
% T-feh-hU;W0.1% TFA, *§ffi$[Bi: bT60% 7iZ h- h V JU/0A% TFA 
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SrJ§V>, 0-0 (2min), 0-30 (3 min), 30-38 (5 min), 38-43 (55 min) %B/A+B 
0^95*^ 3Ly Mgffl&Srfrfcofc. SSiifctlmL/min, *5^Mtt2 5t, 

&220nm© Igjfeg £ » ^ T f? o £„ 
hGPR8L(l-23)IC«, ^ D >2§^# 2 ©T% 3- KfcfCfcoT, f 1 

25 I-Tyr 2 ] -hGPR8L(l-23) «fc [ 125 I-Tyr 10 ] -hGPR8L(l-23) 5 . Z CD H 
PLC^It, hGPR8L(l-23)#24#, [ 125 I-Tyr 2 ] -hGPR8L(l-23)#30#, [ 125 : 
I-Tyr 10 ] -hGPR8L (1-23) ^32^»#ie (C^ffi b fc„ 
[0 12 71 

##W4 3 [ 125 I-Tyr 10 ]-hGPR8L(l-23)$:ffiV^fc^^^:^^ 
##M4 2fC|B«bfc<fc e)(C#$SL/fe[ 125 I]-Si^hGPR8L(l-23)fej:Ut##M ; 

- (25 mM Tris-HCl, 5 mM EDTA U> i?T$ yWmW , 0.05% CHAPS ( 

3- C (3-395 K^ntf;b) V^^JVyyE-yf) - 1 -zfurt>mtO\ ' 

0.1%BSA (Vi/Skmrns^Hy) 0.25 mM PMSF (7x-M^Xto7 ( 
/M*9>f K) , 1 A */■!■ 20/ie/ml U^^-f^y^ pH7.4) 

tfV7UYfl> ymmkm (Falcon 2053) {C200* lfo^tt Ufc 
o S^C^S (TB) trtH^'T £ fc#>lC2/i l©DMS0i:7nM© [ 125 I-Tyr 2 ] -hGPR8L(l- 
23)*fctt[ 125 I-Tyr 10 ]-hGPR8L(l-23)2^1S:J®lS^M{C^IIbfc. ; 

(NSB) SfcJfcfClOO^H hGPR8L(l-23)©DMS0^?g2Mlfc7 nMGD 

( 125 I-Tyr 2 ]-hGPR8L(l-23)*fe(i [ 125 I-Tyr 10 ] -hGPRSL (1-23)2^ 1 *Wm&mSL 1 ' 

^^7X7^^- (GF-F) SfflV^TfijiK*fe|RgrsaL/fe. r-# 

^£&§|V%T#Mtt*H?g (SB) fcii8t%ofc. [ 125 I-Tyr 2 ]-hGPR8L(l-23)S:M 
V^fc^^CJt^T[ 125 I-Tyr 10 ]-hGPR8L(l-23)%MV^fe^^, #M6H^*^2 
##*»o fc©T?5*SR©tt£*llfc:«: [ 125 I-Tyr 10 ] -hGPR8L(l-23) feJS^fc. m 
£<Z>*K&SWb3-B:* fcttM^<0»*k:«#Lfe [ 125 I-Tyr 10 ]-hGPR8L(l-23)© 
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»»ttfc*£&#Btf>&ftfc. tfc, Klf^««fe5/»g/mlK:KjeLri!BW ( 
%) #&hGPR8L(l-23)©50%|B*«« (ICg 0 «) &3?ffiUfcil£3, IC 50 ltl40 

.25nM-e&ofe. HI 0K:a^O|RR»Cfitf*hGPliL(l-23)©lt-&|H*ftjRt". 
[0 12 8] 

##M4 4 H hGPE8 ligand (l-23)HMfc# : Trp-Tyr-Lys-His-Val-Ala-Ser-Pr 

o-Arg-Tyr-His-Thr-Val-Gly-Arg-Ala-Ala-Gly-Leu-Leu-Met(0)-Gly-Len 

#: 9 5 ) ©§££ 

2©-ffc-£#0.45 mg & 50% »&*0.5 BUCttfttfe. 0.3%a»flS* ' 
**0.05 mlS ^»CT8I»WSIi«Lfe.- «ffiiBU8«SepPak{C ,fc QHHt/'- " 

Xft^fflC «t 5 (B+H) + : 2599.2 (WJ(«258.8.4). 
HPLC^ffi^ia: 18.1 # 

: Wakosil-II5C18HG (4.6 x 100 mm) 
mmW. : A^:0.1%TFA-*, B?g: 0.1%TFA^T-feh-hy;i/S:Mv\ A/B: 100 
/0~0/70AfiIig4li!g(i} (35#) 

ttift:1.0>l/g- 

[0 12 9] 

##M4 5 t KGPR8 ligand (1-22) : Trp-Tyr-Lys-His-Val-Ala-Ser-Pro-Arg- 1 
Tyr-Iis-Thr-Val-Gly-Arg-Ala-Ala-Gly-Leu-Leu-Met-Gly (@B^!I## : 9 6) © 

SHt ■ 

rftflR2-chlorotrityl resin (Clt resin, 1.33 mmol/g) }CFmoc-Gly : " 
[0 13 0] 

#4H&4 6 t hGPR8 ligand (1-21) : Trp-Tyr-Lys-His-Val-Ala-Ser-Pro-Arg- 
Tyr-His-Thr-Val-Gly-Arg-Ala-Ala-Gly-Leu-Leu-Met (®#!f## : 9 7) ©$S3i 
7&flR2-chlorotritylresin (Clt resin,1.33mmol/g) ICFmoc-Met £3£ALfc© 
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[0 13 1] 

##M4 7 t KGPR8 ligand (1-20) : Trp-Tyr-Lys-His-Val-Ala-Ser-Pro-Arg- 
Tyr-His-Thr-Val-Gly-Arg-Ala-Ala-Gly-Leu-Leu (MPM^ : 98) <DW& ' 
rfrIR2-chlorotritylresin (Clt resin, 1.33mmol/g) fCFmoc-Leu&^Al/£© 

^*^#tCj:SM + :2282.8 (ff##2282.6) 
H.PLCfcffiHfrW : 17.2 ft 

: Wakosil-II5C18HG (4.6 x 100 mm) 

: A?£:0.1%TFA-*, B?£: 0.1%TFA^T"fe h - h U /l/S:J§tN, A/B: 100 

/o~o/7o^acnaiiie4gii»ffl(35d) 
«a:.i.o«i/^ 

[0 13 2] 

##$14 8 t: hGPR8 ligand (1-19) : Trp-Tyr-Lys-His-Val-Ala-Ser-Pro-Arg- 
Tyr-His-Thr-Val-Gly-Arg-Ala-Ala-Gly-Leu (IH?U1|# : 9 9 ) <D§HM 

r^|^2-chlorotritylresin (Clt resin, 1.33mmol/g) K:Fmoc-Leu£^Al/fc© 

*t*dMff»CJ:*M + :2169.6 (ff#Nt2169.5) 
HP LCittSHH: 16.4 # 

fS^h i Wakosil-II5C18HG (4.6 x 100 mm) 

W&W. : A$c:0.1%TFA-#, B?£: 0.1%TFA^T-fe h - h U ;i/S:M V\ A/B: 100 

/o~o/7o^*«a!ii«4guj»m(35«') 

: l.Oml/^ 
[0 13 3] 

###J4 9 t hGPR8 ligand (1-18) : Trp-Tyr-Lys-His-Val-Ala-Ser-Pro-Arg- 
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Tyr-His-Thr-Val-Gly-Arg-Ala-Ala-Gly dB#l## : 10 0) GD§g*i 

rfcHR2-chlorotritylresin (Clt resin, 1.33mmol/g){CFmoc-GlyS:HAbfe«> 

^*##r£J:5M + :2056.8 (ff#ffi[2056.3) 
HPLCMHi: 14-2 # 

ii^h : Wakosil-II5C18HG (4.6 x 100 mm) 

«m : A$t:0.1%TFA-2K, B?g: 0.1%TFA^y-fe h U ;i/&#VV A/B: 100 
/0~0/70^lM*SMOT*ffl (354)-) 
8fe5£ : 1.0ml/#. 

[0 13 4] 

##M5 0 hGPR8 ligand (1-17) : Trp-Tyr-Lys-His-Val-Ala-Ser-Pro-Arg- 
Tyr-His-Thr-Val-Gly-Arg-Ala-Ala (@B3WJ#-§- : 1 0 1 ) (D^M 

7f?IR2-chlorotritylresin (Clt resin, 1.33mmol/g) ICFmoc-Ala&^gALfc© 

[0 13 5] 

#fM51 H hGPR8 ligand (1-16) : Trp-Tyr-Lys-His-Val-Ala-Ser-Pro-Arg-' 
Tyr-His-Thr-Val-Gly-Arg-Ala (IB3&J#-!f : 1 0 2.) ©g?5t 
TfjIR2-chlorotritylresin (Clt resin, 1.33mmol/g)lCFmoc-Ala£#Al'fe0> 

[0 13 6] 

##095 2 :/#GPR8 ligand (1-23) : Trp-Tyr-Lys-His-Thr-Ala-Ser-Pro-Arg-^ 
Tyr-His-Thr-Val-Gly-Arg-Ala-Ala-Gly-Leo-Leu-Met-Gly-Leu (®J#|## : 5 6 
) OlSJi 

rjjIR2-chlorotritylresin (Clt resin4.33mmol/g)KlFmoc-Leii£:#Al/fctf>'b 
3 fcW«lKl»!IJ«lCT5 y»CD<e-^il*IB^6CD-W»jmU 
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tC«fcS (M+B) + : 2585 . 2 (ffg ||2585 .4) 
HP LCMHIS : 20.2 ft 

*7i*: Wakosil-II5C18BG (4.6 x 100 mm) 

: Am:0.1%TFA-*, m.- 0.1%TFA^T-fe h - h V KZM^K A/B: 100 

/o~o/7o^mmmnm%immm (35#) 
mm-.i.omi/ft 

[0137] 

#fi5 3 <7V h/V?:*GPR8 ligand (1-23) : Trp-Tyr-Lys-Bis-Val-Ala-Se 
r-Pr o-Ar g-Tyr-B i s-Thr-Va 1 -Gly-Arg-A 1 a-Ser-G 1 y-Leu-Leu-Met-G 1 y-Leu© fg M 
(S2#l#-^ : 7 3 fe«fc^IB^J## : 9 1 ) 

[0138] 

##15 4 :7#GPR8 ligand (l-23)&-ft#: : Trp-Tyr-Lys-Bis-Thr-Ala-Ser-Pr 
o-Arg-Tyr-B is-Thr-Va 1-G 1 y-Arg-A 1 a-A 1 a-G ly-Leu-Leu-Met (0) -G 1 y-Leu (f2#I# 
^ : 10 3) CDSSit 

##0J5 2©-ffc^$:ffiv%##M4 4 £^tcmftUTS&®£#fc. 
M##BC<fc 5 (M+B) + : 2601.3 (^#112601.4) 
HP LC^ffl^flSf : 18.9 ft 

•bvh* : Wakosil-II5C18BG (4.6 x 100 mm) 

*§H?£ : A^O.P/oTFA-*, m.' 0.1%TFA-£;£71Z h- h U ;1/£JIV\ A/B: 100 

W& : 1.0ml/# 

[0 13 9] 

5 5 9»; h/V^^.GPR8 ligand (l-23)M&<fb# : Trp-Tyr-Lys-Bis-Val- 
A 1 a-Ser-Pr o-Ar g-Tyr-B i s-Thr-Va 1 -G 1 y-Arg-A 1 a-Ser-G 1 y-Leu-Leu-Me t (O)-Gl y-L 
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eu (n*r## •. 1 o 4 ) ©ggjt 

tO 1 4 0] 

#tM5 6 [f^-Acetyl-Trp 1 ]-!! hGPR8 ligand. (1-23) : Ac-Trp-Tyr-Lys-His 
-Va 1 -A 1 a-Ser-Pro-Arg-Tyr-H i s-Thr-Va 1-G 1 y-Arg-A 1 a-A 1 a-G 1 y-Leu-Leu-Met-G 1 y 
-Leu 0S$r## : 1 0 6) CDglSi 

A / thioanisole / m-cresol /tri isopropylsi lane / ethanedi thiol (85 / 5 / 

5 / 2.5 / 2.5)X'&mLmmfr%<DW*)&is£mmummofo&*mmK.ft : D 
fe= a*:/* k i2t ra*©^St.'c»K l 

StS^tfftCfcS (M+H) + 2626.12625.8 (If ^#2627. 12626.1) 
HPLC»ffiWMBr 21.4 # 

Wakosil-II5C18 HG (4.6 x 100mm) 

Am:0.1%TFA-*, B$?: 0.1%TFA^T"fe b-hV ;i/£MV\ A/B: 10 

0 / 0 - 30 / 70^ ift|fta*&*a»gm(35d») 

1.0ml/# 
[O 14 1] 

##M.5 7 fc: hGPR8 ligand (2-23) : Tyr-Lys-His-Val-Ala-Ser-Pro-Arg-Tyr- 
Eis-Thr-Val-Gl y-Arg-A 1 a-A 1 a-G 1 y-Leu-Leu-Met-G ly-Leu : 1 0 7 ) . 

&Wm&*>WV m?mKF»oc&&Wm±'T*}&£l,1±<0%. TFA / thioanisole / 
m-cresol /tri isopropylsi lane / ethanedi thiol (85/5/5 / 2.5 / 2.5)1? 

aa^«ftCj:5(M+H)+ 2397.1 (ff-JM»2897.3) 
HPLC»mBMB 19.9 # 
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#9 A Wakosil-H5C18 HG (4.6 x 100mm) 

A$fg:0.1%TFA-#, B&: 0.1%TFA-£;£7iZ h - h U V\ A/B: 10 

0 / 0 ~ 30 / 70/N lUR£X&49mffi(35£) 

mm l.omi/^ 

[0 14 2] 

#%M5 8 hGPR8 ligand (4-23) : His-Val-Ala-Ser-Pro-Arg-Tyr-His-Thr- 
Val-Gly-Arg-Ala-Ala-Gly-Leu-Leu-Met-Gly-Leu (SB#|#-i§- : 1 0 8) CDggjg - 

Mil 24:H«KiBfaa>7 , ^^M^S:«rilBK:#Abfe. *&©His£^A 
«»IB^6»«ym^t»CFkocaS:»l»±T»|8t*Lfe©fe, TFA / thioanisole / 
m-cresol /triisopropylsilane / ethanedi thiol (85 / 5 / 5 / 2.5 / 2.5)1* 

aS^«ffC«fcS(M+H)+ 2106.0 (frJMt2106.1) 
HPLCfcffiHfrW 20.0 

#9 A Wakosil-II5C18 HG (4.6 x 100mm) 

ttltttt A*:0.1%TFA-*, B&: 0.1%lFAt«7 * h- h U /bfcJIV^ A/B: 10 
0 / 0 ~ 30 / 70^ aCJ»M«S*lBB«ffi(35^) 
1.0ml/# 
[0 14 3] 

#fi5 9 ti hGPR8 ligand (9-23) : Arg-Tyr-His-Thr-Val-Gly-Arg-Ala-Ala- 
Gly-Leii-Leu-Met-Gly-Leu (MM^^ : 1 O 9 ) © Jgjf ,! 

2^mmicmM©T5^^@H3?lIS:^lli{c^Abfe 0 ftftOArg&^X 1 
«*JII^6«yffi-rWK:F«ocJ|&»]j|±7f»5SbfeCDt&» TFA / thioanisole / 
m-cresol /triisopropylsilane / ethanedithiol (85 / 5 / 5 / 2.5 / 2.5)*?? 

J&S£ifHC«fc£(M+H) + 1615.0 (ftlNil614.9) 
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HPLC^ffi^ig 20.2 # 

Rakosil-II5C18 HG (4.6 x 100mm) 
mmm A$g:0.1%TFA-*, B&: 0.1%TFAMT-fehr.hU;i/S:fliv\ A/B: 10 
0 / 0 ~ 30 / 70^ tti^Mt§M@S^m(35^) 
1.0ml/# 
[0 14 4] 

##M6 0 £ KGPR8 ligand (15-23) : Arg-Ala-Ala-Gly-Leu-Leu-Met-Gly-Le 

u (m&m-% : 1 1 o ) nmrn 

^flt^e>^jym-rSSfCFmocg&^Ii±l?^bfc©^> TFA / thioanisole / 
m-cresol / tr i isopropylsi lane/ ethanedithiol (85 / 5 / 5 / 2.5/ 2.5) 

M^W(C«feS(M+H)+ 901.4 (fHTffi901.5) 
HPLCMW 20.2 # 

Wakosil-II5C18 HG (4.6 x 100mm) 

Am:0.1%TFA-*, B&: 0.1%TFA^WT^ K-hU;i/£fl|V\ A/B: 10 

0 / 0 ~ 30 / 70/\ ES8I9i&S3?fB*gffi(35#) 

1.0ml/# 
[0145] 

##M6 1 [N-Acetyl-Tyr 2 ] -fc: HGPR8 ligand (2-23) : Ac-Tyr-Lys-His-Val-A 

1 a-Ser-Pr o-Arg-Tyr-H i s-Thr-Va 1 -G 1 y-Arg-A 1 a-A 1 a-G 1 y-Leu-Leu-Me t-G 1 y-Leu ( 

mmm^ 1 1 1 ) omm 
Kim. m®Lnm®*nit. 

^4#*TfCJ:5(M+H)+ 2439.3 (im^I2439.3) 

HPLc*mi»iar 20.2 & 
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4#2 002-093096 
Wakosil-II5C18 HG (4.6 x 100mm) 

A?£:0.1%TFA-*, B»:. 0.1%TFA^T"fe h- h U ;i/&^V\ A/B: 10 
0 / 0 - 30 / 70^ fiti^aa^SB^ffi(35^) 
HESfi 1.0ml/# 

[0 14 6] 

##^6 2 [D-Trp 1 ]-!! hGPR8 ligand (1-23) : D-Trp-Tyr-Lys-His-Val-Ala-S 
er-Pro-Arg-Tyr-His-Thr-Val-Gly-Arg-Ala-Ala-Gly-Leu-Leu-Met-Gly-Leu (MM 

: 112) <omm 

##M1 2©Fmoc-Trp(Boc)©f^y tCFmoc-D-Trp(Boc)5:MV^TO{C@fi5^»S:# 

ftS^«flC«fcS(M+H)+ 2583.4 (ff-|£|i2583.4) 
HPLC^H^ 20.6 ft 

Wakosil-U5C18 HG (4.6 x 100mm) 

A?g:0.1%TFA-7K> B^: 0.1%TFA-£;g 7"fe h - h U ^£ffiV\ A/B: 10 
0 / 0 - 30 / 70^ llQR2«]g«IHgffi(35g') 
SSJt 1.0ml/# 

[0 14 7] 

###16 3 [N-3-Indolepropanoyl-Tyr 2 ]-k hGPR8 ligand (2-23) : 3-Indolep 
r opanoy 1 -Ty r-Lys-H i s-Va 1-A 1 a-Ser-Pr o-Arg-Tyr-H i s-Thr-Va 1 -G 1 y-Arg-A I a-A 1 a 
-Gly-Leu-Leu-Net-GIy-Leu (gB?'J## : 1 1 3 ) fflggit 

##$fl 2©Fmoc-Trp(Boc)CDf^y tC3-Indolepropionic acid&M V* # 
Hri&fik Zltl&TFA /thioanisole / m-cresol / triisopropylsilane / ethaned 

ithioi (85 / 5 / 5 / 2.5 / 2.5)i;mmL®mfr*><DtyvmL£wm&mm(o 

5?fi:MHc<fcS(M+H) + 2568.4 (ff 9412568. 4) 
HPLC»ffiBMB 21.7 & 
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Bakosil-II5C18 HG (4.6 x 100mm) 
fttttt AM:0.1%TFA-tK. B?g: 0.1%TFA-£%T iz h- h U ;i/£/gtrV A/B: 10 

0/0-30/70^ itnisM«&^BBigffi(35 : 0o 

1.0ml/# 
[0 14 8] 

##M6 4 GPRSJJfllCHOIIJBiniMMV^TlWtbfcGPRSU-jlf^K " 

n ^ ©f|#fl£ * ©iggT? 6 (CfS^ L, G P R .8 C H 0$t?J3 

BliiSdH:i8#LTGTP r SJSM&*SttfcaMLl.&. M)£L£ig&ftcDffijg# ; 

^gtp r s&i&mmft&zmi Kmht^ ts«tt5o%^?gjf cec 50 • ' 

-fit) T'^Ufe. Sfc, ##M2 0£J:tf2 1 £|B^©hGPR8L(l-23) J:tfhGPR8L 
(1-30) © G T P r S»-&te3iSttfc-£fc*TIi*Lfc. 
[0149] 

6 5 GPRS H O jfflj^jgilr^fc «k Of [ 125 I^Tyr 10 ] -hGPR8L(l-23) 

*^JiiS(C^SS:fB^L/fcGPR8y^>K^^K0DthSJ:af^i5f^^ ' 

P ^0^tt®Sdftlte*Stt&*#4f 4 3 fCfe^Lfc#8n?G P R 8 383SC H • ' 
O$fflJBSMH^fe«fe^[ 125 I-Tyr 10 ]-hGPR8L(l-23) SMVNTaif^bfc. 

fcmfc3 Life, fcfc, S«tftilHH&tttt50% : ' ' 

lt£'IB&&& (IC 50 'd) ##M4 3{C|S^CDhGPR8L(l-23)©§ r 

[0 15 0] 
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flTD «« C £±r /P. 2-f£ OrC. 


(ICbo nM; \ 


UVJ.TIYO.Lr \JL £*OJ 


1 ft 
AO 


1 G 
1. 0 




Ilvrr IvOLr V 1 0\JJ 




U. 0/ 


f\ AO C 

0. 025 






1 A 

1. 4 


0. 31 


FHIOC XlVJr AOL/ \± Ltd) 






0. 20 


Af*-hCPRflT fl — 
AO nvjrlvoA. ^JL 60/ 


iUO 


i 


2. 4 


[D-Trp l ] -hGPR8L (1-23) 


112 


7. 1 


0 R9 

V/. 06 


hGPR8L(2-23) 


107 


3900 


160 


Ac-hGPR8L(2-23) 


111 


7200 


420 


IndPr-hGPR8L(2-23) 


113 


5.0 


0. 28 


hGPR8L(4-23) 


108 


6700 


1400 


hGPR8L(9-23) 


109 


4200 


1300 


hGPR8L(l-20) 


98 


0. 86 


0. 20 


hGPR8L(l-19) 


99 


1000 


100 


hGPR8L(l-18) 


100 


M0000 


2700 


pGPR8L(l-23) 


56 


1.5 


0.38 


[Met (0)]-pGPR8L (1-23) 


103 


0. 73 


0. 29 



[0 15 1] 

5yh£I»cDNA (CLONTECH) &fi§M£:U ti S G P R 8 fcn- K 
> TSDNA©^S@2^fS:7Ctc^tfLfc2M©^'5-fV-, (S2^ll# 
#: 1 2 8) fc.fctf^-fV-2 (IB#I«:12 9) &MV^ P C REfcZfi 
ofc. ^KJSfcfcttSH/SM©}!^*, _hfBcDNA&,l O&Ol&ffimULT 
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) 

Adv'ant age-2 cDNA Polymerase Mix (C 
LONTECH) 1/5 01, ^7-f7- 3 0. 2/tM, 0. 
2#M, dNTPs 200/tM, tfP§|itC8s#GD,'1 y 7 r- fcin*., 25 
^l©Iii:lfc. PCRS^t (i) 9 4"C • 2#©&, 01)9 4*0 -2 
0#> 7 2XJ • 2#©1M ?;i/£3|If, (iii) 9 4 Tp ■ 2 0#, 6 6X3 • 2 0 
6 80 • 2#©iM ^;b$:3|S, (iv) 9 4t: • 2 0#, 6 0r- 2 0#, 
6 8"C • 2#©iM #;i/&3 6EIi^tIjgb, S^tC6 8 0 • 7 
ofc. ^PCRS/S^©^^*. TA^D-r:>^dpxy h (Invitro T 
gen) ©#t.;£fC#eVV ^5K'<i'^-pCR2. 1-TOPO (Invi 
trogen) A^D-^bfc. £*l£;*:Jl®D H 5 a fC^AU 7> 
Vi/Vy&ittlhBm&RMW* cDNA^o^n->SMLfe. M*© 

£3- K-TScDNA©ig^SHJ[| (ffl#J## : 127) r©DNAfflS 
SSSW n - K*- <5 7 3 7 (BB?!J## : 12 6) Z^H+zmMG* y?% ' 

TGR2 6 fcfc^-S) . ' • 

ag#i#-&: 1 2 Gnmtmz>Ts.jmmm\i~ se^©h hG*>,r?*g&#iE 

Ut^-^t^'Si'lT^^GPR? [4V 5 (Genomics) , 2 8t, 84 
-9 11, 1 9 9 5m £<DmK8 4. 8 %©ffiTOS^ VX V^. 
TGR2 6 Srn- KtSDNA&jfAlfc^^^ K&'tf*' StfrfcLfcHSSHR ■* 

5X5Kt#fe. i*lft«l»»*C 1 a Ifc-ttfS p e It'®lU TGR 2 6 
fca-K**>f>*-h»#&«UffiLfc. HttiCffRiXCl a I£J:tKSp 
elT?MbfepAKKO- 1. 11 H£J:tf L igationExpress 
Kit (CLONTECH) SrfflV^TatlSU ^IIDH 1 0 B{CXl/'# hn 

!g (Escherichia coli) DH1 0B/pAK-rGPR7 £.-fo&l/1t 0 
T G R 2 6 ®ffifri8L?U v h m & CH 1 1 ) fCas't. 
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[0 15 2] 

&mm 6 7 tgr2 eftmcHommoftm 
###f 6 6 Krnmamn-??* skpak-tgpr? -zmmmm u ^Escher 

ichia coli D H 5 a CM&W) Plasmid Midi Kit 

&fflVNtpAK-rGPR7^5^5KDNAS:illLfc„ ZltlS 
CellPhect Transfection Kit (T"7i'^A7 7;i/Y 
5/7^*?^) Sr^T, M0^nh3-MC^otCHO dhf rlffl 
J&fCtgALfc. 5;ig0DNAS:y>iM>>>>Ai:0«iil;iIIi:U 4 8tg 
^tSffC 3 x 1 0 5 I®CHO dhf r"H5JjSS:SI@Ufciit@6 c mi/^v- lx 2#c 
KlSsflDbfc. 1 0%9^JfeifcjMfc*tfMEMaJ&*T!l BIHft&feL&fk J»f^ 

Lfc. S*tfgtf6tptC*f5itLT<6TGR2 6a«CHO|Rjtt7ftS&Jraf|||fJft 

©3D--4 4 ?u-y%miiRist=.. 

[0 15 3] 

###|6 8 T a qMa n P C RSfe&MV^fcT G R 2 6^CHOj»fcf:©T 

#t«|6 7t'ffcTGR2 6^CHOjjliai*4 4 #2 5 cm 2 

75X3fcJfiF#U RNeasy Mini Kits (3f74*>) £MV%Tt 
otal RNAfcigggLfc^ RNase-f.ree DNase Set ( 
*74*» SMVNTDN a s e^l&bfe. #£>*lfct o t a 1 RNA 4/t g 
Sr^^A^Wv- (Mit) 5 0 0 pmo 1 fc-^tf^ 1 2^1 £UT7 0 
XT?1 O^l^ibfcgbJcjfcU 3£>lCl xF i r s t Strand Buf 
fer, 10 mM DTT, 5 0 0/tM d A/dC/dG/dTTPfeitf 
2 00 units SUPERSCRIPT I I (^^n) fcSSfltJU US 
I20/«1S:> 3 01C- 10^, 4 21C • 6 0£\ 5 1t • 3 0^, 70X3-1 
5d^»at-*rtKJ:y3fi«¥5[J*ftffftofe. #&tlfetotal RNA 

5 n gffiM}©5£iiE¥l£%, *^*&£&^5J:3K:i,T^gS?Lfcl 0*>^1 x 
lO 7 nif-0^cDNA, lxUniversal PCR Master 

Mix (PE^ti/XfAX) , @B#I##: 1 3 0 T*mZ*lZzf ! 5'( 
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&&mWm-%: 13 1^$tl5^7^T-#10 0nM, &&T$mFm-% : 1 
4 0 (Fam-tcctctgctggacaccgtac cacctga-Tamra ; fB^Jtp, Fam&6-carboxy-f lu 
oresceinfc, Tamra«6-carboxy-tetramethyl-rhodamine£, -ett-^tl^t* . )X 
^S*L5T a 00 nM^tiK^M^W. 2 5*1 lCoV%TA 

BI PRISM 7 7 0 0 Sequence Detector (PE;1^ 
^"^tAX) £MV^PCR£:?T£ofc 0 PCRlt 5 0X3-2^ 9 5 K> • 
1 0£-T?»3Hk 951C - 1 6 OX • 6 O#0f>f ^;i/S4 OEnHyjgf 

WoDNAtt, 100pgOTGR2 6^^^^* KDNA (pAK-r 
G P R 7 )' , @23*J##: 1 3 O^SftS^^V-.fcitfBBfl** : 1 3 1 T» 
^s3*l5:79-fV-#5 0 0 nM, lxPCR Gold Buffer, 2. 
5mM.MgCl 2 , 20 0aM d A/dC/dG/dTTPfeifl t 2 0 un 
its AmpliTaq G o 1 d (P EA^^t/X'rAX) ^tiR^M^ 
12 00ml?:, GeneAmp PCR System 9700 (PE>"W 
*^^rAX) £/&V*T, 9 51C - 1 0 ^T^agL 9 5°C • 1 0^, 6 3 • 
1 5S>, 7 2-C • 1 0&G>VJ9JU*4 OHHyit^ftOPCR^oTJI 
(8ltSSl/it. QIAqui ck PCR Purification Ki 

t &7)fy) ^m^xmmht^mc dna®2 6 o nm<Dm^m^m&vx 

DTASttflOmM Tr is-HCl (pH8. 0 ) »iTl?*fl U lxl 
O^tf-Z/i l<Z)««(0lll|lcDNA»«E«:»«Lfe. * fe, TaqMan 
PCRMXD-^«f;^7^Y-liP rimer Express (Vers 
ionl. 0) (PE;H*i'^fAX) &C<fc *j tgff L fc 0 
!831fi«ABI PRISM 7 7 0 0 S D S V 7 h ^xTlC «fc oTHLffl L 

s^cDNA©«j«Hjg^©^aiis:«iwici:y, msumwf^btc. nm 
®mz*)&mm&mm<!>wiammz&mu ^n-^totai rnas 

fcy(DTGR2 6l^MiS*i!)fe 0 TGR2 6 <j$MC H OjSHIS 
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K it £ tl e> 2 o © ? □ - > CDfg^ijffljS £ ffl V > tc . 
[0 15 4] 

#%M6 9 TGR2 6^CHOMil§S:^V%fe«[J^rtcAMPMI^fi©M 

##M6 8^|SL/feTGR2 6^C HOifflJ&S: 2 4 ft:7*l/- h K 5 x 1 0 
4 c e 1 1/we 1 lfllb, 4 8^lgfLfe„ *J1&£0. 2 mM 3 — f 
V^^-^^^^-y-^^^, 0. 05% BSA (9i/ii7^5» SJ: 
tF2 0mM HEPES?:ttfMEMa;\y77- (pH7. 4) "£gfe*£b£ C 
JKT. 0. 2mM 3 - 'fV^-^Wt^X 0. 0 5% BSAfc 
<fctf20mM HEPESHtJMEMo;ty77- (pH7. 4) SfSJg 
/ty yr-fcB^*] . -£©^ 0. 5ml<D&J&R/iy7T-ZM%.T3 0&m 
WtlSLfe. MJSM^y 77 - &BM8s irfcfc 0 . 2 5ml ojjEJSJB/isr 
7T-SrMISC*n^fe^ 5l^*^©DMSO^?g[ilbfc^i:2 /«M7^ 
>£-£tf0. 2 5 ml (DKJ&m Ay yy--ZMMK.MX-, 37t3T?30# 
100a1©20 TfijSfcfltjfcS*, #C£*J: 
T?H»W«<3 2:K:j:yimiilftcAMP&ttmbfe. MI^©cAMPiifc 
cAMP EIAdr^h (7Yi/^A77;i/Yi'7A^tf 7) £/§^T$l5feb ' 
fc. 

[0 15 5] 

#t!7 0 TGR2 6-«33ICHOj|IIJ»BIWdSfflV^»Jfcbfe2 3£§g£fc« ' 

3 ojS0GPR8'j^> K^^Ft h^nyomittWo AMPK£ar*Rg ! 
##M-e#e>nfe2 3»gpr8 y K^y^ h^^n^ (jkt.- ; 

h G P. R 8 L (1-23) fcgB^fS 3 £ #&£) * feHHM»«T?#&*lfe 3 0 
®S©GPR8i|^>K^7'f Kth^n^ (OT, h G P R 8 L (1-30 

) tmmir &, i^owwflie QtcsMllife^jStTGR 

2 6»9ICHOMBKW&K:tt#U jWBWcAMPa4«HW»ttSrW*bfe. : 
ftNRfc CHI 2) tc^-T. 

3tlJ:y^e.^{C, h G P R 8 L (1-23) £<fctfhGPR8L (1-30 
) tt«Kft#»K:TGR2 6£3CHO*RJtt||||jH|*c AMP©B£fc»ttbfc. 
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in l ^ ^ ©imiia^ c am p sa^^/s^ y 7 7 - zmM c r=. 1. 1 <omm wc 

AMPS&^CfcSfc 1 0 0%t IT, h G P R 8 L (1-23) ifelihGP 
R8L (1-3 0) SrjD^fctSCOiSJiiSftc AMPS*>6HfBMAy7r-S:» 

in v fe * £ © ft sa ft c a m p m & » u s & % t l x m t> l & . 

h G P R 8 L (1-23) ifelihGPR8L (1-30) T 
G R 2 6 K.M? Z> U #> KT'&£ 3 i: tfgg £ j^fc * o fc. 

h G P R 8 L (1-23) ©:7*#, ^ y h&£Zt*?y ^Vib^U yfc«fctfh G 
PR8L (1-3 0) CD?*, h£*tJ t V?*©3ft=Ea$''£J8^T : &, ±IB 

fcn^fc, $i&#;#i$ictgr2 6*&HCHommi*c 

[0 15 6] 

#*«7 1 TGR2 6 38mCHO«BJ&©jg|W#£m>fcGTP r S»-^?SttCE> 

TGR2 6»3SCHO<BJBttHdS , K:*f. , r* [ 35 S] - guanosine 5 
' - (t - t h i o) triphosphate (GTP r S) ©i|£-Ngjifg& 

1 ) mwfttowmm 

. lxl 0 8 ffl©TGR2 6^3®CHOiffl|g{C 1 Oml (D^P*- hXy?T 
- (lOmM NaHCOj, 5 mM . E D T A, 0. 5 mM PMSF (7i ; 
-A^f ^^^-^7M5-f K) , 1/jg/ml Aug/ 
ml E-64, 20/ig/ml n >f K^y) sKU h n J> ( 1 2 

, 0 0 0 rpm, l#|Bf) &MVNT?fc#Lfc. «mMft]ft^(l, 00 Og 

, 1 5#Rg) bx±mzmfr. mzz<D±mzmi&Mm (b e c km a n t 

ype 3 0n-#-, 3 0, OOOrpm, 1 #©) U #e>:ftfc2fcjg© £ T 
G R 2 6 H Oj8ffJ©jg|®#£ b fc. 

2) gtp r SM&m&aWtii 

(pH7. 4) , 5 mM MgCl«, 1 5 0 mM NaCl, UM GD 
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P, 0. 1% BSA) % >A>7 3 0 fi g /m 1 <DT V "fe-f 

fflJWJBKW^ISJR &iS§3 bfc„ T * "fe-f M«Hfi'**2 0 0 «t 1 tc, 5 0nMi 
gCD [ 35 S] — guanosine 5' - (7 — t'hio) triphosp 
hate (NENt) & 2 * 1 fc3S^&SS©DMS Offili: Lfett9t2 /t 1 £ 

&»itiu z<dmk«2 sice- i*ntt&L&. a^i&7^ ^*-«iu" * 

Se>C7>f^-S:^fl|^77- (5 0 mM MJ afMftffift (pH7. 4 
) , 5mM MgCl 2 , ImM EDTA, 0. 1% BSA) 1. 5mK- 

[0 15 7] 

##0tf7 2 TGR 2 6^CHOaMB^&M^TilSUfc 2 3J|1J fcl*. ' 
3 Oj§S0GP R 8 'J iS> K^f Kti*=En^©GTP 7 S»^iB3i*Stt 

h G P R 8 L (1-2 3) SfctthGPR8L (1-3 0) (DM^ 
##«7 icSB«Ufe*ttK:«v\ TGR2 65fi3SCH03WJfifJKW^i:«8-&U-- 
GTP 7 S &&{B3ft*3&&*l»« b fc. 

CHI 3] tCaVT. 1 

Z:^J:y^6^(C, h G P R 8 L (1-23) fii^hGPR8L (1-30 
) »M«#»CTGR2 B^CHOIBJBKW^CDGTPt S«^&flS3tbfe. ' 

o 

h G P R 8 L (1-23) 9 y Y £«fc tPe 9 * CD jfc *E □ ^fc <fctf h G 

PR8L (1-30) h^<fctKv7^©jJx^en^S:M^T%, ±IB 

Mtic. mmm&toizT g r 2 6 ?g^c ho$hj^j^®^-© g t p 7 sM-^ffiii 

[0 15 8] 

7 3 [ 125 I-Tyr 10 ] — h G P R 8 L (1-23) fcffiVifc Iz-fe^ 

##M4 2^1bfc^!Cfc*J^bfc [ 125 I-Ty r 10 ] — h G P R 8 
L (1-2 3) *J;tF#*«7 llCB*bfeTGR2 6»aCHO«MBl*»&W» 

u feinrttiim^&M ^t&t© <t d ic it o 
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tgr2 6&mcHomi&fr*>m®isfcmi&f&M&z. r»t-fSA»77- 

(25 mM Tris-HCl, 5 mM EDTA, 0.0556 CHAPS (3- F7u&]/)i?* 

^jvry=e-yf]-i-zfuAymm) . o.i%bsa. 0.5 mM pmsf, i/ig/mi 

20#g/inl U^Kzf^y. 4/tjr/ml E-64, pH 7.4) 
, jKy^ntri/>»WIW8? (Falcon2053) C2 0 0 lfo^bfe. 
IS:lSt5fc«)tC2itlODMSOfc7nM0 [ 125 I-Tyr 10 ] -hGP 

R8L (i-2 3) 2 ^ i &wm-fr®mzw<MLfc a ^»M!ni$^&«£ 

tSfeftClOOitiM hGPR8 L (1 -2 3) (DDMSOM2 n 1 £7 n 
M0 [ 125 1-Tyr 10 ] — h G P R 8 L (1-23) 2 )Ci 1 * } mW<ftW&XM 

(GF-F) S:MV^TH^S?tS:lR5[^>igU$ ^>fC7>f 
WfflA>y77- (25 mM Tris-HCl, 5 mM EDTA, 0.05X CHAPS, 0.1%BSA, pH 
7.4) 1.5 ilt'2|ll^lfe„ 7-#?>#-S:JS^T5i|IU:K:£§ofe 

BrH^©««&3Kfl;aii:Sfc|Rlf^©««Cft#Lfe C 125 1 - T y r 10 ] - 
h G P R 8 L (1-2 3) <0W»»«i»^B«>6nfc. 3 /*«/ ■ 

ml|C^lthGPR8L (1-23) 8«fc7J?h G P R 8 L (1-30) {C<fc 
5 [ 125 I - T y r 10 ] -hGPR8L (1-23) CD T G R 2 6 ^MffilKB 
^CDWHWtl^KSSfi-SlS^IH^&ll^fe. ||*»& 5 0%|fi»«S (I C i 
50 H) hGPR8L (1-2-8) <0 I C 50 ittO. 1 2 nM 

Tf&ofc. Sfc, h G P R 8 L (1 -3 0) CDI CgQ-fitliO. 0 2 8nMT?&o 
fc. 

£*l«fc»K h G P R 8 L (1-23) 33<fctfhGPR8L (1-30) #TG 
R2 6»a*JBKW^C#LTWv%*S|ttttfc*^*ci-fc)Si«a%a*i36;. 
, h G P R 8 L (1-23) fcitf h G P R 8 L (1-30) tfTGR2 6Ut 

[0143 K:a^©aia[K:fe»ShGPR 8 L (1-23) fc«fctfh G P R 8 
L (1-3 0) ONM***?. . 
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#2002-093096 
h G P R 8 L (1-23) ©9 V h jS&Zf^V XG>jfr=EU #15 <fctf h G P R 8 

L (1-3 0) <7v ^fe«fct^v^7^©3}^ ; E^^S:Mv^T ; fe», ±Bfcia:» 

£ [ 125 i-Tyr 10 ] — h G P R 8 L (1-23) © T G R 2 6 9S3UIMBK 

[0159] 

#fM7 4 TGR2 6»3aCHO|BJBBW^«feO t C 125 1 - T y r 10 ] -h 
GPR8L (1-2 3) SrfflV^TM^L/feGPRS U^f> F©K h£«fc 

*#«T?#&*ifcG p r 8 y f©k h as itf^jfc^n yaw* 

*©l/ir^*-JS^?gf£fc, ##097 3tC|S«Ufe^i£^TGR2 BftBCHO. 
j^BJRW^fcitf [ 125 I -Ty r 10 ] - h G P R 8 L ( 1 - 2 3 ) &jav\T'» 

.nit, so^Einue (ic^i) Tf^L^o 

[0 16 0} 
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(ICgo nM) 


[Met (0) ] -hGPR8L (1-23) 


0.29 


Fmoc-hGPR8L(l-23) 


0. 23 


Ac-hGPR8L(l-23) 


0. 27 


[D-Trp l ] -hGPR8L ( 1-23) 


1.3 


hGPR8L(2-23) 


240 


Ac-hGPR8L(2-23) 


570 


IndPr-hGPR8L(2-23) 


0. 12 


hGPR8L(4-23) 


2000 


hGPR8L(9-23) 


2500 


hGPR8L(l-20) 


0.17 


hGPR8L(l-19) 


9.9 


hGPR8L(l-18) 


760 


pGPR8L(l-23) 


0. 12 


[Met (0)]-pGPR8L (1-23) 


0. 28 



[0161] 

#t«7 5 Y"J^TGR2 6&3-Kt5cDNA0 5' _ht»© * a - — V • 

5* RACE PGR^n--^^(C«}:yv^^TGR2 6S:=I-Kf -ScDNA©5 

5' RACE PCR*D-->^&, #^MfC|B^©V^^lic DN ASr^S?^ bTS : 
MART™ RACE cDNAAmplif ication KitlC$&#©Universal Primer Mix£U#I§^ 
: 1 3 2©£$:/9-fV-T?PCR£j5;S:f?fcV\ P C Rfc&WlZffim 

£.LT*ry McSSftCDNestedUniversal Primer i;jU£rj## : 1 3 3 ©•^-J&^-'f 

13 30^5-f"7-lt Genbank{C^©x"?XGPR7 c DNAtfftflB 
#J (Access i on :U23807) fcgfC^ffbfc. P C R<DKl&WLm&,£RJ&3kmt&T 

14 9 ffitE432 0 0 3 -3 0 0 6 6 0 8 



[1^2] 



#2 002-093096 

©££*JT?&S 0 fcmWLlZ^yzMc DNA Ul, Universal Primer Mix 2 
it 1, @H?!I## : 1 3 2©^J*DNA^7'f > 7-0. 2 (iM, 0.8mM dNTPs, Adv 
antage-GC 2tK V * 9 - if (CLONTECH) 0 . 4 it 1 £ «fc OWifCttJg®^ »;77- 
*e*&EJ&fiS:2 0 a 1 U -b--v;i/-9--f (PE^ti/^rAX) £J5 

9 6TC • 1 2 0?J>GD;&[Jj§&CD$&, 9 6tJ • 3 05$, 68X3 - 12 0;g>©1M# 
*t3 0H«»JlU $e>lC7 2X3T-1 O^-^iSbfe. 3fyhtC8ii#CD 
Tricine-EDTA Buffer!? 5 0 LfePC RH/SM 0 . 5 n 1 , Nested Univer 
sal Primer 0. 5/tM, ffl£f#-9 : 1 3 3 ©-&J5gDN A^^-f V- 0. 5/iM 
, 0.8mM dNTPs, Advantage-GC 2jK U ;* 9 -i? (CLONTECH) 0 . 4 fi l&ZTfBm 
Kitm<?>rty7T-'?:B]x.1foM*2 0 1 £U v/l/IM (PE/U 
*i/^fAX) 9 6TC • 1 2 0#©itl^©^ 9 61C- 3 0#, 6 0 T2 

• 3 0#, 7 2TC • 6 0#©1M*;i/S:3 ODIIUSU 3e>fC72t3T10^ 

Wbfc. **L&DNA&l.5X©T3^n-^y^««»»K:J:y^lBbfc« 
, $?J4 5 Oi£S:g®DNA&#$ V 'JT^UffiU D N A SrQIAquick GelExtrac 
tion Kit &7>fy) *M^TEJRl/fe. ^©DNASrTOPO TA Cloning Kit (I 
nvitrogen)©-^n h n-^/{C^oTpCR2.1-T0P0^^ * U - — y*fLt=. B 

2ft*Xj/iDt7- a U (Escherichiacoli) TOP10 competent cell (Invitrog 
en) CfcALTJMPtMiLfel*, c D N AffAEitfSr^o * □ - > &T> tf>> y 
>£J:tfX-g a 1 &StrLB*35#«T*»jRU S6SMt5^n-i/©d& 

S/>J LB igtffiT— Ifftig^U QIAwell8 Plasmid Kit (*7^) 

v*T^9X3 PDNAfcMSLfe. SM^J©^0fc«?)©Kf5ttBigDye Termi 
nator CycleSequencing Ready Reaction Kit(P E/1>f tJ/^f AX) &fl3V»Tfr 

[0162] 

*#«7 6 fchSftfi#DNA6«V\&PCRS5K:J:*t HGPR7 DNA© 
*« 
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&Tmm&t§r: 14 2) fcMV^PCR&lC^SDNAitiii&fT&ofcc ^fc-f 

5 >r v - bmacs e \zmm $ ft s M^©^e^^*ti!@ s n s <t e> \zm§& v £ # 

hifi^DNA (^f*7) 0. 5/tg v MDNA^7^T-#UM, 0. 8 
mM dNTPs, 1 mM MgClg, KOD«K'J^5-€ (1 — H — *K 
-) 1 itt 1 fe«fct5^{C#M©A^7T-^, $®KJ5&Stt5 0 ft 1 hLfco *t$I 
<Z>fc«)©1f->f #5- (##9) SJBW 9 4T2- 6 0#<Ditl 

9 8X!' 15», 6 5C- 2f>, 7 4t • 3 0#©t-f ^^S3 5Ei 

[0163] 

##0f 7 6f#4o t=.?cmmWL & o . 835©ffim^y a n-* >F;bS jic*Sfr {c <fc: : 

pCR-Script™Amp SK(+) * h U>7^^-» 0D#lu5fiCt£ 

V\ EIlKl/fcDNA&y^;*^ K'*** -pCR-Script Amp SKW'Mf:/? P - — > 
^Lfe. ^ft&^S/x. U £7 -3 U (Escherichiacoli) DH5 a competent cell ( 

trj/u>, iPTGfej:tKx-gais^t?LB^55^«n?ai^L, a^ws^D-y 

©»&*H0fc'3*»tt&#VVC3 , J*U E*SHggHfrE.coli DH5a/GPR7£?#fc 
. m*<D9U-y%T>Vi/Vy*'gtiLBmi&"Z-mi®mL, QIAwell 8 Plasm'i 
d Kit X*cTfy) *m^X7?*^ KDNA&IISEbfe. HlSLfcDNA©-BIJK:*f 
UTffl«**Claia3.fctfSpe I{Cj:STO£fT£V\ #AattTV****#DKA»r 
# ©*^§ fcfftlgbfco ^S@2^J®^<Z)fe4?)©H^S»DyeDeoxyTerminatorCycl 
e Sequence Kit (Applied Biosystemsft) &JBV» v t£r& ^^^liUS/~>!r> 
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"9— &fflV*T#WLfc <KBJ##: 143). BB£[## : 143t'^tl^S 
KWft*t**DMAftH»"r*pCR-ScriptA^p SK(+)^9>?.^ pCR-Scriptfc h 

GPR7t**Ufe. HM*: 1 4 3 7fgSWMSi?!im5DNA*^-K 
KGPR7© y 5 y»tt»u 14 4fC^Lfc. ZIT'llJI^gb 
fet: hGPR7CDDNASB?lfl3:0'. Dowd (0' Dowd.B. F. et al.. Genomics, 28 

#, 84-91M, 1995^) K&£DNASJ^£tt2&g#J|fcoT^fc. ztnotemm 
: 1 4 3©8 9 3#g;}5J:tf 8 9 4#SlC^fc»J> 0* DowdP>©#^^tt^ 

f?$tlST^ ^^ffi^IlCfeV^T@B?!|#4 : 1 4 4 CD 2 9 6#@©y$ 0 
' DowdP>©^£©Th r #;fc##WT?ttS e r 
[0 1 6 4] 

##«7 8 t bGPR7fj|35iCHOiiTO(ZH£§g 

7 7 t?@h^5SI8$ tifc t h GPR7©^r ^ </ ^ih^i & n - k ls* 

CCla ISSUffiB^lfctfifllU *fc3' -fBJlCSpe IMIifB3aj&tt}&llLfc3t^tf#A 
Stlfc^X^ KtCj:oT?^S^m$*l.fcE.coli©^D->*>e>Plasmid Midi K 
It (*cTJfy) £tfV>T:/9;*S KDNAfcfSgU i*lfeWR8»*ClaIfiJ:0f'Spe 
rc»ebT-f>tf~hDKAfe«»;ffibfc.- *>*-hDNAtt«**»«, y#n 

AfeClal^AtFSpelTf^UfbfettfblllJBJSgiffl^^ir-^^? KpAKKO-lllH ( 
Himuna, S. et al. Biochim. Biophys. Acta, 1219^, 251-259H, 1994^, IB 
^fflpAKKOl.UHfcl^— 0>s<!r 9-7*7*$. K) {C#tJ;t, 

ZM^T ay Zft&\,\ KpAKK0-HumaiiGPR7&$| 

Hbfc. ZfDzf^XS. KpAKKO-Human GPR7T*^«R^Ufc^K&De5a /pAKKO- 
Human GPR7il^tfe. 

pAKK0-HumanGPR77?^@l|gi^L / fcE. coli DH5 a (fv-3-jj?-) &ig#&> PI 
asmid Midi Kit (*y^» £ M V * T P AKKO-Human GPR7^9^.5 KDNA&HMl/ 
fe. 3tbS:CeliPhectTransfection Kit (7Vi"VA77>fl/ , 7j/7;Utf^) 
SrM^T, ^#®^n bn-;i/{Ct^oTCHO dhfr"iiiHif&(C^Abfc. 3/i g<D DN 
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#2 002-093096 
k*VyniJfr*/9J*£<D&tm9WL£ls* 2 4 HWBJtfHC5x 10 5 £fc&l x 10 6 ffi 

©cho dhfr-mmzmmisfr&m cm^-v-btc^tfe. mv^/maum** 

fc#tr4m^HBI a fg*6T*ig§£ Ufc. 51&igifi#lCii5il bt< SGPR8^3gCHO0 
IS-e&STgSKSSifflifiCD 3 n --24 n-> SrSft L£. 
[0 16 5] 

##M7 9 TaqMan P C R&fcM HfeK h G P R 7&mC H OMflg^CD 

7 8 fCfto Tf^SS b fe t h GPR7^^CH0«|1ISS**24^ Q-y fe^.25cm 2 7 9 
Xnizmmh. *tJiLfejfflBa^&ISOGEN (=y*>J?->tt) &JBV*Ttotal RN 
Alf^SrlilSbfco 3 ©total RNAH^fC^f LTMessageC lean (Gen Hunterft) dp y 
h&fflV^feDMase iXtiBfcftftV*, DNA&^S&VUotal RNA£^fc„ 
Total RNA b fccDNA-^-J&te, TaqManReverse Transcription Reagents 

(Applied Biosystems *fc)3ry J* fc^Tfrfco fco HJ&^iSfiffctt, DNaselflt 
Sl/fctotal RNA 4/tg, A^>f V-l M 1, 25 mM MgCl 2 ^?g4.4/i 1, 10 

mM dNTP mix 2pU RNaselnhibitor 0.4*1, 3fi«9i*0.5#lSJ:tf*v hlC 

fc«V*T, 25T3-104K 48TC - 30£\ 95tJ • B^O^ff^ff sift ' 

^thGPR7DNAtt > ^gfc HGPR7DNA?:^Mi:bfcPCRifiIiDNAS:JffiSS'rsz: 
£&C<}:»Jl@§g£*l,fc 0 PCRHlS^©^tt> ##M7 7 KfS^DpCR-Scriptfc >G 
PR7 5pg, -^fiSSDNA^-fV- (BB#I##: 14 5) 0.5*M, -^fSDNA^-f V- 
(1!^J#-^ : 1 4 6) 0.5^M, 1.6mM dNTPs, 2.5 »M MgClg, LATaqtf U ;< ^ - i? 
(*#^) O^Mlfe-fc^mtC^JS^A^^T-T-, mKJ&mtSOfiltLfc. 
*fipS©fc«)<Z)SiStti?— v;i/i?->f ^9- (AppliedBiosystems tt) £J§V\, 94TC' - 
• 12O#0M&©&, 94TC • 30#, 60tJ • 30^ 72X3 • 60#©1M ?;i/£25[Si|& 
USSU S^fC72X3 -.lO^WfiiaLfe. PCRM^S:0.8!l!(3DT^n-^>!f>n/m^ 
tMftiCJ:»J&ftL A>K«D»^ft*»**»JTf«»J-ffibjfetl, QIAquickPCR Puri 
fication Kit (drT4*» £/§VNTPCRitfllDNA£|EllK bfc. £©PCRiflpIDNAi§?8t 
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KMALT^5/v-fV-DNA£«fc£JUNTPsft^y|gKfc&, Z. CDDNAi§?£ft* U 
=E^e>A5A4 0 0(CLONTECHte)^f;i/^DVh^v7-f-fC^U *t*gfc hGP 
R7DNAj§fflB:£ft#feo ZlCDi^$@fcl hGPR7 DNA*§?gCD260 nmCDPRjRfr e>ff"$l3ft 
feDNAg^iffifc: hGPR7 DNA&gfflfifcfr&, hGPR7DNA^?RlC^*4X^DN 
A©:3fc?-ffctfjrffl3ftfc. £©DNA3tf-8fctf!gi^£fcofcif«§fc hGPR7 DNA 
ftUgJjlfc: |>GPR7 DNA£ IT, jgfift U®t LfcTaqManPCRlCjBV>5 £ fc&C bfc. 
[0 16 6] 

fc hGPR7CHO«HBS«0D^t hGPR73t^J-:3h?-iSttt, TaqManPCR&tCi; y&Jg 
TaqMan PCR£j&?Bt©iiaj£«, 3^*"? 1 0 0 L &&4R?cDNAtttt 

l/*lSfctt«*©3tfHR©WSfc hGPR7 SRAm-lffl, -&f&DNA:/9>fV- ( 

: 1 4 7) 0.2/tlU -&^DNA^^-fV- (BB^J## : 1 4 8) 0.2/*M, 
fc. KGPR7 TaqMan^" D-^" [@B?!I## : 7 7 (Fam-TTCATCCTCA ACCTGGCCAT CGC-T 
amra ; ®J#|tp, FaraH:6-carboxy-f luoresceinft, Tamrali6-carboxy-tetramethyl 
-rhodamineft, -etl^Xj^-r. )-emZftZ&&mmZJi'?Z7'U-7') 0.2 ^tM 
££tfTaqManUniversal PCR Master Mix(Applied Biosystems$fc)T?, ^^fSitft 
25/ttlilbfeo PCRHfSfciU ABI PRISM7700 Sequence Detector System (Applied 
Biosystemsft)ft;gV\, 50X3 • 2^, 95X3 • lO^UUh, &IC951C • 15^, 60X3 
• 60®>©ih-f * )V &40iatt U jg-t 3 £ }C J: y £ o fc- t: h GPR75fg^3^Sli 
ABIPRISM 7700 SDSy 7 h x 7 tC <fc -o Tgffi Lfc„ U -CD»*M*?, 
Manfe«Kl3*bfe»IIBlO*>f ^^/»«:««|K4:»J, WGPR7DNA 

<z> ai?-®L<DMmmzwmK totsMis^bt. men * y sb^cd 

NAtC-g-*tl5t hGPR7 cDNACDnfcT-iStft^mU total RNAlng^fcycOfc f>GPR 
73t^»«&^SL/fc. t KGPB731«-?»M(Oi«V^n->Mo. 7, SfcJ: 

# 14 t h &m&&*mmimim tLxm^vr^ 

[0 16 7] 

$^8 0 t haPR7»33ICHOj|MSft«V>fc|Hji6lWo AMPS^*<0»Jft 
**«7 8T?#«U ##M7 9tC|B«Sbfc<fce>tCbT^Lfell hGPR7|83t 
CHOjmflS ft 247^ 3/ U — MC5 x 10 4 cell/welll?J|@b, 48l@fS^tlUfe. j&Difcft 

o.2mM 3->f y o.osx bsa (^i/jtm Tfr7*$. y) 
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35J:tf20 mM HEPES 5: ll" if MEM «A»;77- (pH7 . 4) 7*?5fe}£ L> tz. (&T, 0.2mM 3 
-'fV/f;i'-^f;^f >f 0.05X BSA£«fctF20 mM HEPESSr^tfMEMa 7t 

y:7r-(pH7.4)£, SJiSM^-z^T-i:^) . ^©^O.SmKDHj&M^y 77 

-fcflD*T30£W#MT?«Sbfc. KJSIi^97r-«:»t» t iffctCO.25 ml 

7*W3'J >Sr-^t?0.25ml©SlSfflM-;7r- : S:iaiflStCin^, 37T}T?30#I1£ 
iSS-Brfeo 100A-lCD20%««aR«*iDitTfiJtSS:#Jha'ft» *tc*±T?H*IB« 
<ZLt{C*yjfflflSWcAMPS:«|ffibfc. «m?«*©cAllPStt» cAMPEIA^yh (7 

[0 16 8] 

#tf8 1 fchGPR7«33iCHOiB«lS:«^ , r»Jfebfc2 S38yfi*fett3.0 
^i0GPR8'J^>K^7 , f KK hMn^MJKfKic AMPK^MnStt " : 

h G P R 8 L (1-23) SfctthGPR8L (1-3 0) 
##«8 OK:B*l/fe*SclC«V\ t hGPR7J83RCHO«JBK:a*l/riWJB-- 
ftcAMPlftfll*jStt*iJfeLfe. 5JC^fo H*. cAMP^ 

»««ltttt, ^ * 39> fc*trfiJS#/*y 77- Sr^iB U il £©j8HflSft c 
AMPg^6H/SM^^7r-S:»ilIbfci:|f©ll5iartc AMPiSrSCfciS.' 
1 0 0%HhX, hGPR 8 L (1-2 3) tfetthGPR8L (1-3 0) 

cAMPI^Cfei&%i:ltibl,fc. 

tge>2MChGPR8L (l-Z3)-feitfhQPR8L (1-3 0) ttSKflt 
#69JCtl KGPR 7MGHO«IJttiRAlAo AMPCDK&fcfllfflUfc. i®'^ 
5^£> h G P R 8 L (1-2 3) itfh G P R 8 L (1-30) thGPR 
7 {C*f 1" S U # > FT?& 5 3 i: #9! 6 #» * o fc. c AM P g£S*» 6 5 0 %R 
SiS (IC 50 «) £#ffibfc£:35, hGPR 8 L (1-2 3) fflIC 50 fH 
0. 0 2 5 nMT'&ofc. h G P R 8 L (1-30) ©IC 50 fflltO. 

13 nMT'Sofe. 

h G P R 8 L (1-23) 9 y hfc J; V# * <B * =E n ^33 <fctf h G 

PR8L (1-3 0) <Z>:f#, 9>J> bfe«fctF-v''7^©^ ; EnyS:Mv^'r : fe, ±S 
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[0 16 9] 

##$[8 2 [ 125 I-Tyr 10 ] -hGPR'8 L (1-23) fcffiv^g^ft 
#*«4 2C«*bfc#BfcJ:yfMKl>fc [ 125 I-Tyr 10 ] — h G P R 8 - 

l (i-2 3) j$£z$\zhGPR7mLCHommfrbffimi'itmmmm&zm 

lxl 0 8 M©t hGPR7?83ICHOi|!|0&lCl 0 m 1 (DtH^E - h/W? 
7- (lOmM NaHCOj, 5 mM EDTA (xf U>i?T5 >Eil) 
, 0. 5mM PMSF ( 9 >;WI/5fc — JVyjU^^-i K) , lAgX 
ml *zf7.9=?V. 4 /tig/ml E 6 4, 2 0 ntg/ml D-f<:^» 
SsitJU >KUhn> (12, OOOrpm, 1 £/§^T«fc#Lfe. SMBST 
OOOg, 1-5^M) UTJ:»fe#fe v *ICi©_h»fc«»^ - 
^(Beckman type 30n-#-, 3 0, OOOrpm, 1 B#|S 
) U »&tifcitllR'»fet hGP-R7»33JCHO|»iBJIHia^i:b&. 

*>.<LTW»a*ifc«I«l«tBda , *»-rv*-f»/ty7r- (2 5mM Tri 
s-HCl, 5mM EDTA, 0. 05% CHAPS (3- C (3-355 

K^nbf;i/) jvry -i-7urtymm , o. i% bsa, 

0. 5mM PMSF, lyttg/ml ^ 9 ^ > ', 20#g/ml O-f^ 
4#g/ml E-64, pH7. 4) Tf^aSlfilCf&fl^, sKU^n 
tri/>8g««i^ (Falcon 2053) tC 200^ l"fo#&Lfc. 
•£*£iljrt£fc«>}C2 /i l©DMSO£8 nM© [ 125 I-Tyr 10 ] -h 
GPR8L (1-23) 2/!l &OT#ig?KfC8&;8lILfc. * fe, #ttfttt&£- 
SilJjrf Sfc&fcl mM h G P R 8 L (1-23) ®DMSOMt2/»U8 . 
nM© [ 125 I-Ty r 10 ] -hGPR8 L (1 -2 3) 2/tlilI^ 
^fCSfo&IlLfc. 2 51CT-7 5«-IBfKKa*fe<ft» tKUx^I/W S2/«3iLfeP 
y Nv>^5^7-f (GF-F) S:ffiV%TMfB?S&©§l5)§l>Se>{C7>f 

M-SW^«y77- (2 5mM Tris-HCl, 5 mM EDTA, 
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#2002—093096 
0. 05% CHAPS, 0. 1% B S A, pH7. 4) 1. 5 m 1 T* 2 0gfe 

HlS^0!)M5:^b^i±Si:ma^©a^C^#bfe [ 125 I -T y r 10 ] - 
h G P R 8 L (1-23) ©4$lllHrfci!iS-£#i8i& <bftt=.. ll^iS&lO/f.g 
/ml{C^bThGPR8L (1-23) h G P R 8 L (1-30) 

(CiS [ 125 I-Tyr 10 ] — h G P R 8 L (1-23) <D£hGPR73§M 
ISM^0Df#M6S^tc*ft-5^l5a«$:i3^fc. E^^e> 5 0 *H*Sft 

( I CgQ'tl) &Mbfct3 5, hGPR8L (1-23) © IC^IiO. 0 
9 9nMT'ifeofe, h G P R 8 L (1-30) ©IC 50 i»O. 0 2 5 n 

itl<fc*J, h G P R 8 L (1-23) £ .fctfh G P R 8 L (1-30) A^b 

g p r 7 ^Miam®^tc*r bxus^mm&zm-t zzntfBznt-o zazn 

tt, h G P R 8 L (1 — 23)33«fctJ { hGPR8L ( 1 - 3 0 ) h G P R 7 

IS(CBtt5hGPR8L (1-23) &£Xf h G P R 8 L (1-30) (Dffi 

h G P R 8 L (1-23) ©9 V hfe ZtfWXVfc^U ^fcitfli G P R 8 
L (1-3 0) 0^, 9v h£<fctfv?;*.©*fc i eny&;gV , >T ; feK JiiBfcll^ 
j- [125 j _ T y r 10-j — h G P R 8 L (1-23) <D h G P R 7 ^MlSj^ 

[0170] 

###[ 8 3 > 

i) GPRimmcHomm(omm^t:m^GTP r sm&mmvwfe 

GPR7^CHOMlH^lCft5 C 35 S] -guanosine 5' 
-(r-thio) triphosphate (GTP r S) ©^{EjtfSffifc 

8 2 fCfH^CD^&fC *UiI|gbfcGPR7 $831 C HOgMlf^&lt 
( 5 0 mM hU (PH7. 4), 5mM MgCl ? ' 
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150 mM NaCl, UM GDP, 0. 1% BSA) !*%iW{LT. * 

>/^iiS3 o ft g/mi<x>7w(%Mmmm'frmmzmmL*Lo tv*.a 

mmmftm&2 0 O it l tC, 5 0 nMiS© [ 35 S] -guanosine . 
5" - (r-thio) triphosphate (NENt) £ 2 u 1 t.M% 

(50mMi'J^i^ti (PH7. 4), 5 mM MgCl 2> 1 mM E 
DTA, 0. 1% BSA) 1. 5mlT*2iagfe^L/fc^, 7 >f -<Z>$£f*?S 

2) GPR738JKCHOM!lg)l®#&MV^M£bfchGPR8 L (1-2 3) 
*fe(j:hGPR8L (1-30) 0GTP y S%§-0tmmm& 

h G P R 8 L (1-23) SfelihGPR8L (1-30) ©i!S"e> 
_fc«D lcK*bfc#8tK:fl£v^ GPR7583HCHO*Jfi|JtW^CSe#U GT . 

Z-tlJaVmhl^K^ h G P R 8 L (1-23) ^itfhGPR 8 L (1-3 0 
) tt«fl|«#»K:GPR7««CHO|BttlJtW^OGTPT S»#fciBESfiUfei 

'GT P r SH^filflfttfrfe 5 0 (ECgQ^ii) £#mbfcfcr5, 
h G P R 8 L (1 -2 3) ©ECgQ-fiti^O. 74nMT?&ofc. hGPR 
8 L (1-3 0) ©ECgg-fiittO. 6 7 nM7!ifeofe (*3) 0 

hGPR8L (1-23) b£ J:t5v?:X<Z>3ft^En ^35 J:tfhG P R 8 

L (1-3 0) ©7*, h;fc<fctfv?*©3ft ; En2'5:/BV'»T : &> JilBi:^ 
{Cfci hGPR 7&^CHO#Bil}&©i£jS£5tf§"£f£<5. 
[0 17 1] 

##0984 GPR7^CHO^fiS|^liid9-S:fflVNTi!l^bfeGPR8U^^K < 
^^KCDt hfc<fctf^#*^ny©fi^#©GTP y S^ffi5t?gtt 
###!T?#e>ftfeGPR8 !) K^^FGDfc hfeitf^Jft^D^©^ 
##«8 3tC|B^bfc*^GPR7^CHO$HjiSJ^lf 

#£«#U GTP r SUteffiJMSttfeWJfcUfc. 
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• 



4#2 002 — 093096 

ffttl (EC 50 «) TJ^bfe. 
[0 17 2] 

GPR8 y #V KOt MiJ:t^^**B /OWftlM) GTPyS 3££-{Eiifil 





(ECso nM) 


(ICgo nM) 


hGPR8L(l-23) 


0. 74 


0. 072 


hGPR8L(l-30) 


0. 67 


0. 025 


[Met (0)]-hGPR8L(l-23) 


1.6 


0. 17 


Fmoc-hGPR8L(l-23) 


6.6 


0. 14 


Ac-hGPR8L(l-23) 


1.5 


0.077 


[D-Trp l ]-hGPR8L(l-23) 


2.3 


0. 63 


hGPR8L(2-23) 


7410 


140 


Ac-hGPR8L(2-23) 


7000 


570 


IndPr-hGPR8L(2-23) 


0. 85 


0.044 


hGPR8L(4-23) 


>10000 


1200 


hGPR8L(9-23) 


>10000 


2200 


hGPR8L(l-20) 


0. 88 


0. 094 


hGPR8L(l-19) 


84 


1.7 


hGPR8L(l-18) 


6200 


2400 


pGPR8L(l-23) 


0. 35 


0. 066 


[Met (0)]-pGPR8L (1-23) 


1.2 


0. 22 



[0 17 3] 

##0K8 5 GPRmmCHOmMmm&lSZXf C 125 I-Ty r 10 ] -hG 
PR8L (1-23) %MVNT«H£UfcGPR8U#>K^:^K©fc:hfcJ;tf 

#*«t?» e> *i it g p r s y a v k * -j* k © t > * ^* * * o ^©n^ 
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#2002—093096 

#0>S#fMt£?Stt«:, #^tW8 2Jcaa«Ufe**T?GPR7583§lCHO|HJBK 
W^fcitf [ 125 I-Tyr 10 ] — h G P R 8 L (1-23) V%T*I£ bfc 

D 

%*#fi*«K (IC 50 «) T?wbfe. 
[0 17 4] 

mm 

h G P R 8 L (1-23) 0AT^0fftMtt-£lcJ:S9y hSfllfifc-fc tftt* 

*wnc*sf 

(1) «M«J:tW(tM«»tS(rt**M 

Wistara-ffi^y h (8aattfr, B*f^-^'J A-) SISS^S £MF»5fcA (>f 
Ux>4f^/»« (ft) ) 7?®Kfcbfc. ^a^m^fClmM ««T?»#bfehGPE8L(l 
-23) [fc bGPR 8U#>F(l-23)) £ fc{ivehicle3¥£ bT£S:&&*&200/t 1^ 
mbfeS^ffi3jO^(alzet, MINI-OSMOTIC PUMP Model 2001, gtffijflg ; 24 
/day)§:^> h^fef^-^ftT^fa^yho&T lc§g*Fbfc 

(&n=6) . {R3»B<B3B&0Bg4:U MTOsMfc* &fi«AT8B BSTH&B8H* 
fc20B*fc||©*fc#mfcWfcLfe. 8B|^&20»«:UIJH, 20B£fre>S3B8©£lfc3B 

fcbfc. 8Bao8»icm«iifaUv«u nm. >&b& hm* 

J9»12Bfr|« (W :8B?*v6 20l») T?JSWbfc. 

ffllflilf t'ffli^l & *li5!^o fc^, l*»T?tthGPR8L(l-23) 
&£ftl*vehicleft|ctttg b T V^fftCiftMCfi %)M^£n#JK & ft :(• 
01 8£«fctf 1 9) , lB©g|IIS©*S*^&!>#&e>ftfc (02 0) . ft£ ( 
¥*Nt±«*fSg|g) tt, ta#2HSJSA^&^tc|I^JtK*«»;S#7HB(cfevvT 
vehicle^ 378. 4± 5.8 gfC*fbThGPR8L(l-23) t8>#S£&364.6 ± 6.0 g*T?& 
ofc (EI2 1) . *tc. 0Ha^67Bg*T?O«taCDJ|Wtt«ttvehicle» 39.6 
± 4.1 g{C*fbThGPR8L(l-23) ££#£28. 9 ± 3.2 gT?&U, hGPR8L(l-23)CD 

iaw<DAT<Difr«®^icj:y#*cD^^jisio.7riiiiwa*ifc (022) . 

K#8B S 0MSft vehiclepi:itl^bThGPR8L(l-23)tg#^ 
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I&2 0 0 2-0 9 3 0 9 6 

T?tt, fflK (1.6*©«/J>) ^e>U f K:a^fliJiSjfflii87?^5 l §lilMHfllflS(l.2 g©M 
4>)£<fctfi££§MBBgJKr(0.7 g©*&f>)lc£^T-£*i,€*i0.5 g£U:©^tf#e> 

(3!4)o 

G84J 



S#8 BlOlliti 





Vehicle i¥ (g) 


GPR8 y #V K(l-23)S¥ (g) 




15.8 ±0.2 


14.2 ± 0.7 




2.8 ± 0.09 


2.6 ± 0.09 




1.2 ± 0.03 


1.1 ± 0. 04 




1.0 ± 0.02 


1.0 ± 0.06 


ram 


3.7 ± 0.14 


3.4 ± 0.12 


mMHMft 


5.0 ± 0.29 


3.8 ± 0.53 




6.2 ± 0.26 


5.5 ± 0.38 


MflUft' 


0.32 ±0.03 


0.45 ± 0.05 



Vm®. ± llSli n=6) 



•SLkCDMmifi ?>hGPR8L(l-23)(D^TS#{C«fc o TgMcD^fc.fctffliJ&rSfi 

(2) shtptfjin-x. iia^fn -;i/£J: tfh U yy*U Ffc*fTS#M 

±18 (1) ©hGPR8L(l-23)©^^J:tIfvehicle^©^80S©lfiltfi^;bn- 

. A>fy;i/3-^ai (vehicle|¥;150±4.9 mg/dl, hGPR8L (1-23) ©#f* ; 155 
±4.5 mg/dl) fej:t)fjliic|303b^^n-^/^ (vehicle^; 73.6±2.4mg/dl , 
hGPR8L (1-23) 69.1 ±1.8 mg/dl) KlSS¥©^tti8fi> £;ilfc#o ifil 
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• # 



$£2 00 2 — 093096 

tf» b\) * U (vehicle?*; 168±8.9 mg/dl, hGPR8L(l-23)©#Sf ; 13 

4±28 mg/dl) «, hGPR8L(l-23)«WK^T30mg/dl#±©i£^S:^Lfc (@ 
23) . 

BJLh©*S**&» hGPR8L(l-23)<0&Ta#ICJ:oTJfil4»hU^U"fey K««©- 
[0 17 5] 

h G P R 8 L ( 1 - 2 3 ) ©&l&F*3&#{C«fc £ 9 ^ h ©g&fifc «fc WH^ 

ItifWjfcft (t'Jx>^^f (UfO ) TMWfcbfc. ^a^S*tC0.2mg/nIS 
J;Ut2 mg/mlggl?^bfehGPR8L(l-23) (t: hGPR 8V$ty K (1-23)3 jfcfcttve 
hicle^t bT*a*ateKftl"l/kg©«-^TfWP«OBI»ttt!r(19llf 4 5#fr*> 2 0 ;.. 
BSO & 3 0 Of?* o fc (#n=10) . S-^S 0 <DW 8 ftlCSMS «fc Zf . 

faMZWfel'fc* lfrWi£T8B3^e>20t$5:i3f», 20^F^e>M8^&at^i:bfc 

hGPR8L(l-23)©#l¥^CfeV^TM^^fe#65^C^i^?^il«IS:^U> 2mg/kg 
©#|$T*tt, ^#^3 0i:%vehicle^iiifci?bT^^(p<=O.O5*fettP<=O.Ol 
m'PZ&hfr (0 2 4). 

atLfc (W^GD^ ; 1 0@;1.2 g, 201; 3.1 g, 3BI; 2.3g) (0 2 5 ; 

) o 

M±<D%Hmfr*>. hGPRSL (1-23)1*, »J Hf®T-©&fflfi<D&&J>£ * ■ 

[0 17 6] 

[Phe 2 ] thGPR8'Jjtf>K (1-20) : Trp-Phe-Lys-His-Val-Ala-S 
er-Pro-Arg-Tyr-His-Thr-Val-Gly-Arg-Ala-Ala-Gly-Leu-Leu (BB#I## : 1 4 9 

) ®9m 

16 2 fflf£# 2003-3006608 



#2002—093096 



7^>f FTt^.^S/^AXttCD^^ KB»-&Jfc« (AB I 4 3 3 =e^;i/) 
m^T^ ./ RflMSfflfMiltan* (p-benzyloxybenzyl alcohol) (0.25 mmol 



Thr(Bu*), Fmoc-His(Trt), Fmoc-Tyr (Bu l ) , Fmoc-Pro, Fmoc-Ser(Bu ), Fmoc-Ly 
s(Boc), Fmoc-Phe, Fmoc-Trp(Boc)©FmocT ^ J BMBUMfrfcHBIU (2- (1H— 
!/h UTV-;b-l-W;i') -l,l,3,3-fh5^fil/ , ?n-'>A >\^r-b"7>n/* 

M*^* F(DB#miJ:^ F©«BMBflt*»6©«U«bH:TFA«iac «fc 
y»*BH*fcbT»fc. SIv%t, ffl^y^Ffci^ffliSSl^nvh^^-f- (0 

mmftift* ^ss^t^lcsa) ciyr-fe.K— hy^-o.ijtTFA*©* .(... 

15-35%.80#) fcjav*T£*»«tffcoTHttfc**»»*^*F35 

;»§3#>&o.2X 3- (2-r5;xf^) >f > F->n/&-g-tf4N 
g&fcfc^Tiurc • 22^©^#T*iD7K^bT#feia*^©©r^ ./BWMJr * 
tei* (©mrt h&m) &r© £ £ >; . 

Thr (1) 0.93, Ser (1) 0.92, Gly (2) 2.03, Ala (3) 3.09, Val (2)1.90, Leu 
(2) 2.02, Tyr (1) 1.02, Phe (1) 1.00, His (2) 1.91, Lys (1) 0.98, Trp(l 

).0.88, Arg (2) 2.06, Pro (1) 1.02 
J«attHPLCKlJ:y88.8)5i:3iffia*lfe. jgS##r#«2266.6 (SM226 -.. r . ,.; 

6.6) T'feofc. 

[0 17 7] 

hA-^S/^-if&fcJgVNfc [Phe 2 , 125 I-Tyr 10 ] HhGPR 
8 v%y F (1-2 0) ©#S3 
DMS0 lQfiUzm^Lt^ ^JgM3lcMbfeSS^lC^CT^6)*Vfe[Phe 2 ]t: h 
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GPR8U iiy F(l-20) (S2#|§# : 14 9) 10 nmolfc, 0.1 M&fcr.y >>r;i/7Kit?£ 
10^ U 0.1M HEPES (pH 7.6){C^L£0.001%i§®<ft*m#10/il, 0.1 M HEPES 
(pH 7.6){C?£^bfc9* h/l-#3fS/#--fe? ($/^tfc)10^g/ml$:10Atn 
*tf[ 125 I]HaI 40 MBq (NEN5 W x>*:/p y*fc) 10^ lSrM^bT^ 

fiT?50^IBfKiKa*fe«, £j£bfc[Phe 2 , 125 I-Tyr 10 ] h GPRS U K (1-20) 
S:J^T©^#©HPLCfC«fc »J £-&bfc„ 

JlV*fc#9Att, 0DS-80TM (4.6 mm x 15 cm) ( h - V-tfc), *§ffi?£Ai: bT10 . 
X7iz h VMQ.1% TFA, *§ffi?£B£: bT60357iZ h- h U /b/0.1JSTFA«:J8V\ 
0-0 (2 min), 0-27 (5 min), 27-32 (40 min) XB/A+BO^V^-f X> hi£ffi&5: 
frfcofco Sfg&»lmL/min % tf^AMSfcUOt;, &ffi»215 nm£ bfco 3©HPLC 
[Phe 2 , 125 I-Tyr 10 ] t hGPRSU #1/ F(l-20)tt25##jttlC&ffibfc. 
[0 17 8] 

mmm 5 

[Phe 2 , 125 I-Tyr 10 ] fc h G P R 8'U 2f > K (1-2 0) fc/g^fc^ 

}C|B«bfc^}CcfcoT#|gbfe[Phe 2 , 125 I-Tyr 10 ] t hGPRSU # 
> FU-20), ###|8 2lCfB^bfc>&S{C«fc*JiiSg$^fcGPR7^mCHO«ffl 

J@IBIW#fc <k ##09 6 ICIB^ b «fc »J fife G P R 8 mmc h pan 

g p r 7 3831 c h o mm * # g p r 8 mm c h o jiwja# e> asss b feMiaOT 

*47yfe^MA»77- (25 mM Tris-HCb 5 mM EDTA, 0.05J6 CHAPS, 0.1% 
BSA, 0.5 mM PMSF, 1/ieM ^zT^Zfy. 4 / e*g/mlE-64, 20/ig/ml D^f^^f 
P H 7.4) T*#S««K:#«l«, JKU ^ntfl/>jH«lfc« (Falcon 2053) fC2 
0O#Wod4£L&. ^^S&M^Sfea)^ 2/tl©DMS0^«kt;7nM(D[Phe 
2 , 125 I-Tyr 10 ]t bGPR8U^f>K(l-20) 2* ISrKlf^^Slillbfc. ' * fc, 
^M69M^&M-r5fc«)lCl00|tMt hGPR8U#> K (1-23) ©DMS0*§?£2a1 
fe«fcyt7 nH© [Phe 2 , 125 I-Tyr 10 ] fc. hGPR8U ijy KU-20) 2^ lfcJ£lB#l8?«lC 
§S#nbfc. 25"C-C75£-|SMf&3i2:fc^, sKUXf l/>>f hV> 
^5^7-f;i/^- (GF-F) feMVNTSJ5S?R5:®5f5igbfe. 5&&. 7-*Vy 
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4#2 002 — 093096 

lCfe#bfc [Phe 2 , 125 I-Tyr 10 ] hGPRSU F(l-20)©**»&»*^«ft *> 

«llk«»OG P R 7 £gft* &tiG P R 8 5W£#*C#«*itel!MFtStt (IMF 
m (%) ) «*HHMI (TB) ^bftlfcHWfeitflPhe 2 , 125 I-Tyr 10 ] fc*G 
PE8y*>K(l-20)ft*itfcfc«K8l«UC«ofeaM«Stt (X) £^£fc#©# 
SK^-pfi (SB) KlMtSJt^ ((TB-X)/SBx 100 05)) T^SftS. 

gp r 7mkCHOM&frbm&htc.mm-frK.^>^xmwftmg.zi5(ie/Ta i 

C«S b X Bf¥» & t h GPR8 U K (1-23) feitfth GPR8 U ify K (1-30 
) ©50%PI^?iS (IC 50 «) 5r^mbfei:35. ICg 0 «tt*ft*ft0.13iilH3J:tf . 
0.039 nMT'feofe. 0 2 6 IC«*©«gK:£»5 h&BBV #V K (1-23) fc<b . 
tfH hGPR8U;tf>F (1-30) alteBSflMEfca*?. GPR8MCHO» 
felliil/feBtH^Co^TIWI^aflEfeSMff/ml C«JfeLTBMF**&fc KGPR 
8U K (1-23) fcitffc: hGPR8U ^> K (1-30) ©50%|S^g,Bt ac 50 H) 
S:#f£fflLfcfcZ:3, IC 50 #tt^tl-?tl0.19nMfeJ:t;0.037 nITT?&ofc. B9 2 7 JC 
S^CD»SK:^W5llSGPR8U^>K (1-23) fcitft: hGPR8U K (1-30) 

[0179] 

#3§tjH©DNA*fcti#?S^©tfy^^K&, «*HtfMMMlnfll««U ffclt • 
[SequenceL i s t i ng] 
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<110>Takeda Chemical Industries, Ltd. 

<120>Inhibitor of body weight gain 

<130>B02106 x 

<150>JP2001-403260 

<151>2001-12-28 

<160>149 

<210>1 

<211>32 

<212>DMA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>1 

atcgattaca atgcaggccg ctgggcaccc ag 32 - 

<210>2 

<211>32 

<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>2 

actagtgccc ttcagcaccg caatatgctg eg 32 
<210>3 

<2ii>i023 1 

<212>DNA 

<213>Human > 
<400>3 

atcgattaca atgcaggccg ctgggcaccc agagcccctt gacagcaggg gctccttctc 60 
cctccccacg atgggtgcca acgtctctca ggacaatggc actggccaca atgccacctt 120 

16 6 ftifiMf 2003-3006608 



m 



#2 0 0 2 — 0 9 3 0 9 6 



ctccgagcca ctgccgttcc 


tctatgtgct cctgcccgcc gtgtactccg 


ggatctgtgc 


180 


tgtggggctg actggcaaca 


cggccgtcat ccttgtaatc ctaagggcgc 


ccaagatgaa 


240 


gacggtgacc aacgtgttca 


tcctgaacct ggccgtcgcc gacgggctct 


tcacgctggt 


300 


actgcccgtc aacatcgcgg 


agcacctgct gcagtactgg cccttcgggg 


agctgctctg 


360 


caaectEfftff ctffgccgtcg 


accactacaa catcttctcc agcatctact 


tcctagccgt 


420 


eateaecErte traccgatacc 


tggtggtgct ggccaccgtg aggtcccgcc 


acatgccctg 


480 


gcgcacctac cggggggcga 


aggtcgccag cctgtgtgtc tggctgggcg 


tcacggtcct 


540 


ggttctgccc ttcttctctt 


tcgctggcgt ctacagcaac gagctgcagg 


tcccaagctg 


600, 




ccgagcaggt ctggttcaag gccagccgtg 


tctacacgtt 


660 


ggtcctgggc ttcgtgctgc 


ccgtgtgcac catctgtgtg ctctacacag 


acctcctgcg 


720 


caggctgcgg gccgtgcggc 


tccgctctgg agccaaggct ctaggcaagg 


ccaggcggaa 


780 


ggtgaccgtc ctggtcctcg 


tcgtgctggc cgtgtgcctc ctctgctgga 


cgcccttcca 


840 


cctggcctct gtcgtggccc 


tgaccacgga cctgccccag accccactgg 


tcatcagtat 


900 


gtcctacgtc atcaccagcc 


tcagctacgc caactcgtgc ctgaacccct 


tcctctacgc 


960 


ctttctagat gacaacttcc 


ggaagaactt ccgcagcata ttgcggtgct 


gaagggcact 


1020 


agt 






1023 


<210>4 








<211>333 








<212>PRT 








<213>Human 








<400>4 








Met Gin Ala Ala Gly His Pro Glu Pro Leu Asp Ser Arg Gly Ser Phe 




1 5 


10 


15 





Ser Leu Pro Thr Met Gly Ala Asn Val Ser Gin Asp Asn Gly Thr Gly 

20 25 30 

His Asn Ala Thr Phe Ser Glu Pro Leu Pro Phe Leu Tyr Val Lett Leu 

35 40 45 

Pro Ala Val Tyr Ser Gly lie Cys Ala Val Gly Leu Thr Gly Asn Thr 
50 55 60 
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# 



2 002—093096 



Ala Val lie Leu Val He Leu Arg Ala Pro Lys Met Lys Thr Val Thr 
65 70 75 80 

Asn Val Phe lie Leu Asn Leu Ala Val Ala Asp Gly Leu Phe Thr Leu 

85 90 95 

Val Leu Pro Val Asn lie Ala Glu His Leu Leu Gin Tyr Trp Pro Phe 

100 105 110 

Gly Glu Leu Leu Cys Lys Leu Val Leu Ala Val Asp His Tyr Asn He 

115 120 125 

Phe Ser Ser lie Tyr Phe Leu Ala Val Met Ser Val Asp Arg Tyr Leu 

130 135 140 

Val Val Leu Ala Thr Val Arg Ser Arg His Met Pro Trp Arg Thr Tyr 
145 150 155 160 

Arg Gly Ala Lys Val Ala Ser Leu Cys Val Trp Leu Gly Val Thr Val 

• 165 170 175 

Leu Val Leu Pro Phe Phe Ser Phe Ala Gly Val Tyr Ser Asn Glu Leu 

180 185 190 

Gin Val Pro Ser Cys Gly Leu Ser Phe Pro Trp Pro Glu Gin Val Trp 

195 200 205 

Phe Lys Ala Ser Arg Val Tyr Thr Leu Val Leu Gly Phe Val Leu Pro 

210 215 220 

Val Cys Thr He Cys Val Leu Tyr Thr Asp Leu Leu Arg Arg Leu Arg 
225 230 235 240 

Ala Val Arg Leu Arg Ser Gly Ala Lys Ala Leu Gly Lys Ala Arg Arg 

245 250 255 

Lys Val Thr Val Leu Val Leu Val Val Leu Ala Val Cys Leu Leu Cys 

260 265 270 

Trp Thr Pro Phe His Leu Ala Ser Val Val Ala Leu Thr Thr Asp Leu 

275 280 285 

Pro Gin Thr Pro Leu Val He Ser Met Ser Tyr Val He Thr Ser Leu 
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#2 002 — 093096 

290 295 300 

Ser Tyr Ala Asn Ser Cys Leu Asn Pro Phe Leu Tyr Ala Phe Leu Asp 
305 310 315 320 

Asp Asn Phe Arg Lys Asn Phe Arg Ser lie Leu Arg Cys 

325 330 333 

<210>5 

<211>687 

<212>RNA 

<213>Artificial Sequence 
<220> 

<223>Eiboprobe 
<400>5 



caaaagcugg 


agcuccaccg cgguggcggc 


cgcucuagcc 


cacuagugcc 


cuucagcacc 


60 


gcaauaugcu 


gcggaaguuc uuccggaagu 


ugucaucuag 


aaaggcguag 


aggaaggggu 


120 


ucaggcacga 


guuggcguag cugaggcugg 


ugaugacgua 


ggacauacug 


augaccagug 


180 


ggguougggg 


cagguccgug gucagggcca 


cgacagaggc 


cagguggaag 


ggcguccagc 


240 


agaggaggca 


cacggccagc acgacgagga 


ccaggacggu 


caccuuccgc 


cuggccuugc 


300 


cuagagccuu 


ggcuccagag cggagccgca 


cggcccgcag 


ccugcgcagg 


aggucugugu 


360 


agagcacaca 


gauggugcac acgggcagca 


cgaagcccag 


gaccaacgug 


uagacacggc 


420 


uggccuugaa 


ccagaccugc ucgggccacg 


ggaagcucag 


cccacagcuu 


gggaccugca 


480 


gcucguugcu 


guagacgcca gcgaaagaga 


agaagggcag 


aaccaggacc 


gugacgccca 


540 


gccagacaca 


caggcuggcg accuucgccc 


cccgguaggu 


gcgccagggc 


auguggcggg 


600 


accucacggu 


ggccagcacc accagguauc 


gguccacgcu 


caucacggcu 


aggaaguaga 


660 


ugcuggagaa 


gauguuguag uggucga 








687 



<210>6 

<211>17 

<212>PRT 

» 

<223>Porcine 
<400>6 

16 9 ItiUfft 2003-3006608 



#2002-093096 

Trp Tyr Lys His Thr Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 

15 10 15 

Ala 
17 

<210>7 

<211>438 

<212>DNA 

<213>Human 

<400>7 

gccccatgag caggccagcg gcgcggccca ccgtgtggta gcggggactc gccacgtgct 60 _ 

tgtaccacgc gccggagggc agcggcagca ggagcagaag cagcagcagt gccagccgcg 120 

gccggctcgc gggagccccc cgctcccctg ggcgccacgc cagggcgctc gcgtcgacgg 180 

ccgcccggcg gggcgggcca cgaaccggct cggctggggt tgggcgcgca gtggagttgg 240 

gacgcccagg taccggagcg caggaggctg gaggcgagcc gtgggtcccc tgcaggccca 300 

gctataaccg ctcggtggcc ccgcctcgtt ccgccccctc agtaccgctg ggctccccag 360 

atggggggag ggacggaggg aggagaggga accctggcag ctggcggNgg acgtgggtac 420 

ttgagcacct cactgagt 438 

<210>8 

<211>264 

<212>DNA 

<213>Human 

<400>8 

gatagggtga gcgacgcagc cccatgagca ggccagcggc gcggcccacc gtgtggtagc 60 
ggggactcgc cacgtgcttg taccacgcgc cggagggcag cggcagcagg agcagaagca 120 
gcagcagtgc cagccgcggc cggctcgcgg gagccccccg ctcccctggg cgccacgcca 180 
gggcgctcgc gtcgacggcc gcccggcggg gcgggccacg aaccggctcg gctgggtttg 240 
ggcgcgcagt ggagttggga cgcc 264 
<210>9 
<211>424 



17 0 
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^2002-093096 

<212>DNA 

<213>Human 

<400>9 

gatagggtga gcgacgcagc cccatgagca ggccagcggc gcggcccacc gtgtggtagc 60 

ggggactcgc cacgtgcttg taccacgcgc cggagggcag cggcagcagg agcagaagca 120 

gcagcagtgc cagccgcggc cggctcgcgg gagccccccg ctcccctggg cgccacgcca 180 

gggcgctcgc gtcgacggcc gcccggcggg gcgggccacg aaccggctcg gctgggtttg 240 

ggcgcgcagt ggagttggga cgcccaggta ccggagcgca ggaggctgga ggcgagccgt 300 

gggtcccctg caggcccagc tataaccgct cggtggcccc gcctcgttcc gccccctcag 360 

taccgctggg ctccccagat ggggggaggg acggagggag gagagggaac cctggcagct 420 

ggcg 424 

<210>10 

<211>375 

<212>DNA 

<213>Human 

<400>10 

gcgcctcacc gtgtggtagc ggggactcgc cacgtgcttg taccacgcgc cggaggcagc 60 

ggcacgagga gcagaagcag cagcagtgcc agccgcggcc ggctcgcggg agccccccgc 120 

tcccctgggc gccacgcagg gctacagcgt cgacggccgc ccgcggggcc atcgcaaccg 180 

gctcggctgg gtttgggcgc gcagtggagt tgggacgccc aggtaccgga gcgcaggagg 240 

ctggaggcga gccgtgggtc ccctgcaggc ccagctataa ccgctcggtg gccccgcctc 300 

gttccgcccc ctcagtaccg ctgggctccc cagaatgggg gagggacgga gggaggagag 360 

ggaaccctgg cagct 375 

<210>11 

<211>260 

<212>DNA 

<213>Human 

<400>11 

cnacgttctc ggggacataa accctgttct tgtcctaacc cgccaagggg ccatggactt 60 
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nagcgcgctg gcgtcgagca gagaagtacg gggccctggg ccggggctcc ggtgaaccgg 120 

cccctgctac cgctactgct gcttctnctc ttgctacctc tgcccgccag cgcctggtac 180 

aagcacgtng cgagccctcg ctatcacaca gtnggtcgtg cctccgggct gctcatnggg 240 

ctgcgccgnt cgtcctacct 260 

<210>12 . 

<211>24 

<212>DNA 

<213>Art if icial Sequence 
<220> 

<223>Primer 
<400>12 

aactccactg cgcgcccaaa ccca 24 

<210>13 

<211>24 

<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>13 

tctcccacag ctcctgaacc cacg 24 
<210>14 • 

<211>375 ■;">'. 

<212>DNA 

<213>Human 

<400>14 

aactccactg cgcgcccaaa cccagccgag ccggttcgtg gcccgccccg ccgggcggcc 60 
gtcgacgcga gcgccctggc gtggcgccca ggggagcggg gggctcccgc gagccggccg 120 
cggctggcac tgctgctgct tctgctcctg ctgccgctgc cctccggcgc gtggtacaag 180 
cacgtggcga gtccccgcta ccacacggtg ggccgcgccg ctggcctgct catggggctg 240 
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cgtcgctcac cctatctgtg gcgccgcgcg ctgcgcgcgg ccgccgggcc cctggccagg 300 

gacaccctct cccccgaacc cgcagcccgc gaggctcctc tcctgctgcc ctcgtgggtt 360 

caggagctgt gggag 375 

<210>15 

<211>125 

<212>PRT 

<213>Human 

<400>15 

Asn Ser Thr Ala Arg Pro Asn Pro Ala Glu Pro Val Arg Gly Pro Pro 
1 5 10 15 

ArgArg Ala Ala Val Asp Ala Ser Ala Leu Ala Trp Arg Pro Gly Glu 

20 25 30 

Arg Gly Ala Pro Ala Ser Arg Pro Arg Leu Ala Leu Leu Leu Leu Leu 

35 40 45 

Leu Leu Leu Pro Leu Pro Ser Gly Ala Trp Tyr Lys His Val Ala Ser 

50 55 60 

Pro Arg Tyr His Thr Val Gly Arg Ala Ala Gly Leu Leu Met Gly Leu 
65 70 75 80 

Arg Arg Ser Pro Tyr Leu Trp Arg Arg Ala Leu Arg Ala Ala Ala Gly 

85 90 95 

Pro Leu Ala Arg Asp Thr Leu Ser Pro Glu Pro Ala Ala Arg Glu Ala 

100 105 110 

Pro Leu Leu Leu Pro Ser Trp Val Gin Glu Leu Trp Glu 
115 120 125 

<210>16 

<211>23 

<212>PRT 

<213>Human 

<400>16 

.17 3 (B1W2 0 0 3- 3 0 0 6 6 0 8 




$12002 — 093096 

Trp Tyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 

1 5 - 10 15 

Ala Gly Leu Leu Met Gly Leu 

20 23 

<210>17 

<211>30 

<212>PRT 

<213>Human 

<400>17 

Trp Tyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 

15 10 15 

Ala Gly Leu Leu Met Gly Leu Arg Arg Ser Pro Tyr Leu Trp 
20 25 30 

<210>18 

<211>69 

<212>DNA 

<213>Human 

<400>18 

tggtacaagc acgtggcgag tccccgctac cacacggtgg gccgcgccgc tggcctgctc 60 ; . 
atggggctg 69 

<210>19 
<211>90 
<212>DMA 
<213>Human 

<400>19 

tggtacaagc acgtggcgag tccccgctaccacacggtgg gccgcgccgc tggcctgctc 60 
atggggctgc gtcgctcacc ctatctgtgg 90 ; 
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<210>20 
<211>29 
<212>PRT 
<213>Human 

<400>20 

TrpTyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
15 10 15 

Ala Gly Leu Leu Met Gly Leu Arg Arg Ser Pro TyrLeu 
20 25 29 

<210> 21 
<211> 28 
<212> PRT 
<213>Human 

<400>21 

TrpTyr Lys. His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
15 10 15 

AlaGly Leu Leu Met Gly Leu Arg Arg Ser Pro Tyr 
20 25 28 

<210>22 
<211>27 
<212>PRT 
<213>Human 

<400>22 
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TrpTyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
15 10 15 

AlaGly Leu Leu Met Gly Leu Arg Arg Ser Pro 



20 25 27 

<210>23 
<211>26 
<212>PRT 
<213>Human 

<400>23 

TrpTyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
15 10 15 

AlaGly Leu Leu Met Gly Leu Arg Arg Ser 

20 25 26 

<210>24 
<211>25 
<212>PRT 
<213>Human 

<400>24 

TrpTyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
15 10 15 

Ala GlyLeu Leu Met Gly Leu Arg Arg 
20 25 

<210>25 
<211>24 
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<212>PRT 
<213>Human 



<400>25 

TrpTyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
15 10 15 

AlaGly Leu Leu Met Gly Leu Arg 
20 24 



<210>26 
<211>87 
<212>DNA 
<213>Human 



<400>26 

tggtacaagc acgtggcgag tccccgctaccacacggtgg gccgcgccgc tggcctgctc 60 
atggggctgc gtcgctcacc ctatctg 87 

<210>27 
<211>84 
<212>DNA 
<213>Human 



<400>27 . 

tggtacaagc acgtggcgag tccccgctaccacacggtgg gccgcgccgc tggcctgctc 60 ' ■ 
atggggctgc gtcgctcacc ctat 84 



<210>28 
<211>81 
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#2002—093096 



<212>DNA 
<213>Human 

<400>28 

tggtacaagc acgtggcgag tccccgctaccacacggtgg gccgcgccgc tggcctgctc 60 



<210>29 
<211>78 
<212>DNA 
<213>Human 

<400>29 

tggtacaagc acgtggcgag tccccgctaccacacggtgg gccgcgccgc tggcctgctc 60 
atggggctgc gtcgctca 78 

<210>30 
<211>75 
<212>DNA 
<213>Human 

<400>30 

tggtacaagc acgtggcgag tccccgctaccacacggtgg gccgcgccgc tggcctgctc 60 . 
atggggctgc gtcgc 75 

<210>31 
<211>72 
<212>DNA 
<213>Human 



atggggctgc gtcgctcacc c 



81 
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<400>31 

tggtacaagc acgtggcgag tccccgctaccacacggtgg gccgcgccgc tggcctgctc 
atggggctgc gt 

<210>32 
<211>999 
<212>DNA 
<213>Human 



S A AAVOO 

<400>o2 










atgcaggccgctgggcaccc 


agagcccctt 


gacagcaggg 


gctccttctc 


cctccccacg 


atgggtgccaacgtctctca 


ggacaatggc 


actggccaca 


atgccacctt 


ctccgagcca 


ctgccgttcctctatgtgct 


cctgcccgcc 


gtgtactccg 


ggatctgtgc 


tgtggggctg 


actggcaacacggccgtcat 


ccttgtaatc 


ctaagggcgc 


ccaagatgaa 


gacggtgacc 


aacgtgttcatcctgaacct 


ggccgtcgcc 


gacgggctct 


tcacgctggt 


actgcccgtc 


aacatcgcggagcacctgct 


gcagtactgg 


cccttcgggg 


agctgctctg 


caagctggtg 


ctggccgtcgaccactacaa 


catcttctcc 


agcatctact 


tcctagccgt 


gatgagcgtg 


gaccgatacctggtggtgct 


ggccaccgtg 


aggtcccgcc 


acatgccctg 


gcgcacctac 


cggggggcgaaggtcgccag 


cctgtgtgtc 


tggctgggcg 


tcacggtcct 


ggttctgccc 


ttcttctctttcgctggcgt 


ctacagcaac 


gagctgcagg 


tcccaagctg 


tgggctgagc 


ttcccgtggcccgagcgggt 


ctggttcaag 


gccagccgtg 


tctacacttt 


ggtcctgggc 


ttcgtgctgcccgtgtgcac 


catctgtgtg 


ctctacacag 


acctcctgcg 


caggctgcgg 


gccgtgcggctccgctctgg 


agccaaggct 


ctaggcaagg 


ccaggcggaa 


ggtgaccgtc 


ctggtcctcgtcgtgctggc 


cgtgtgcctc 


ctctgctgga 


cgcccttcca 


cctggcctct 


gtcgtggccctgaccacgga 


cctgccccag 


accccactgg 


tcatcagtat 


gtcctacgtc 


atcaccagcctcacgtacgc 


caactcgtgc 


ctgaacccct 


tcctctacgc 


ctttctagat 


gacaacttccggaagaactt 


ccgcagcata 


ttgcggtgc 







60 • 
72 



60 
120 
180 
240 
300 
360 
420 
480 
540 
600 
660 
720 
780 
840 
900 
960 
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<210>33 
<211>24 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>33 

tctcccacag ctcctgaacc cacg 24 

<210>34 
<211>24 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>34 

acagataggg tgagcgacgc agcc 24. 
<210>35 

<2U>1102 . ■- 

<212>DNA 

<213>Human 

<400>35 

gccatttaag tggagtcttg aaggatgagtaggtgttagg cacagacgca cagaggcagg 60 



18 0 
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#2002-093096 




caaagccaca ggctgttggt 



ttaggcaaaaattgagactg 



gctggataaa gtggtcttgg 120 



gggaccatca ccagagagga 



ggcgctggaggtctgcaagg 



ccttgtcctg cccctccagg 180 - 



ggtagaggtt ccaggagggg ctgactttttctcctggaag cctcacagaa ctgcagaccc 240 - 
cacggatggc ttggtgttgc caacatgaggcttctaaggc ttctgcgggg agatgggttg 300 
gtggggagaa gctgggggtg gcagtggacaggacagggtg tggggacagc tttgggagct 360 
atgctaggca aggacaaggg acaactcttggggggactca cccagagggg tcttgaatgg 420 
tgctgaaggc ccccgacagc cctcctgcaatagccactgt agctctgcct gcacctgggc 480 
cttcgctctg ctgtcgtccc accggcaggagtctggctaa aggggcatcc ctcagcccta 540 
ctccctcatc agtgttccca gtacccactccctggcactt ccactcctag agggaggagg 600 
ctgagcaggc agagaatggg acgtgtcccctcagaggagc ctcgagccca gttccagcca 660 1 
gcggcccact cagtgaggtg ctcaagtacccacgtccccc gccagctgcc agggttccct 720 
ctcctccctc cgtccctccc cccatctggggagcccagcg gtactgaggg ggcggaacga 780 
ggcggggcca ccgagcggtt atagctgggcctgcagggga cccacggctc gcctccagcc 840 
tcctgcgctc cggtacctgg gcgtcccaactccactgcgc gcccaaaccc agccgagccg 900 
gttcgtggcc cgccccgccg ggcggccgtcgacgcgagcg ccctggcgtg gcgcccaggg 960 . ■ 
gagcgggggg ctcccgcgag ccggccgcggctggcactgc tgctgcttct gctcctgctg 1020 
ccgctgccct ccggcgcgtg gtacaagcacgtggcgagtc cccgctacca cacggtgggc 1080' 
cgcgccgctg gcctgctcat gg 1102 



<210>36 
<211>24 
<212>DNA . 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>36 

aactccactg cgcgcccaaa ccca 24 
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<210>37 
<211>24 
<212>DNA . 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>37 

ctggcactgc tgctgcttct gctc 24 

<210>38 
<211>609 
<212>DNA 
<213> Human 



<400>38 



ctgctgccgctgccctccgg cgcgtggtac aagcacgtgg cgagtccccg 


ctaccacacg 


60 


gtgggccgcgccgctggcct gctcatgggg ctgcgtcgct caccctatct 


gtggcgccgc 


120. 


gcgctgcgcgcggccgccgg gcccctggcc agggacaccc tctcccccga 


acccgcagcc 


180 


cgcgaggctc ctctcctgctgccctcgtgg gttcaggagc tgtgggagac 


gcgacgcagg 


240, 


agctcccaggcagggatccc cgtccgtgcg ccccggagcc cgcgcgcccc 


agagcctgcg 


300. 


ctggaaccggagtccctgga cttcagcgga gctggccaga gacttcggag 


agacgtctcc 


360 


cgcccagcggtggaccccgc agcaaaccgc cttggcctgc cctgcctggc 


ccccggaccg 


420 


ttctgacagcgtcccccgcc cgcccgtggc gcctccgcgc ctgacccagg 


aggagtggcc 


480 


gcgcgcttccaggagccgct catagacccc gcctgccgtc cggtcaataa 


aatccgcctg 


540 


actcctgcgcccccgcatgc gtaaaaaaaa aaaaaaaaaa aaaaaaaaaa 


agcggccgct 


600 


gaattctag 




609 
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<210>39 
<211>24 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>39 

agcggtactg agggggcgga acga 24 

<210>40 
<211>24 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>40 

gggtctatga gcggctcctg gaag 24 

<210>41 
<211>719 
<212>DNA 
<213> Human 

<400>41 
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ggcggggcca 


ccgagcggtt 


atagctgggcctgcagggga 


cccacggctc 


gcctccagcc 


60 


tcctgcgctc 


cggtacctgg 


gcgtcccaactccactgcgc 


gcccaaaccc 


agccgagccg 


120 


ffttCfftffffCC 


cgccccgccg 


ggcggccgtcgacgcgagcg 


ccctggcgtg 


gcgcccaggg 


180 


o"o w oooooo 


ctcccgcgag 


ccggccgcggctggcactgc 


tgctgcttct 


gctcctgctg 


240 


CCffCtffCCCt 


ccffffCffCertH 


gtacaagcacgtggcgagtc 


cccgctacca 


cacggtgggc 


300 


cgcgccgctg 


gcctgctcat 


ggggctgcgtcgctcaccct 


atctgtggcg 


ccgcgcgctg 


360 


cgcgcggccg 


ccgggcccct 


ggccagggacaccctctccc 


ccgaacccgc 


agcccgcgag 


420 


gctcctctcc 


tgctgccctc 


gtgggttcaggagctgtggg 


agacgcgacg 


caggagctcc 


480 


caggcaggga 


tccccgtccg 


tgcgccccggagcccgcgcg 


ccccagagcc 


tgcgctggaa 


540 


ccpgagtccc 


tggacttcag 


cggagctggccagagacttc 


ggagagacgt 


ctcccgccca 


600 


gcggtggacc 


ccgcagcaaa 


ccgccttggcctgccctgcc 


tggcccccgg 


accgttctga 


660 


cagcgtcccc 


CgCCCgCCCg 


tggcgcctccgcgcctgacc 


caggaggagt 


ggccgcgcg 


719 



<210>42 . 
<211>165 
<212>PRT 
<213>Human 



<400>42 

Leu Ala TrpArg Pro Gly Glu Arg Gly Ala Pro Ala Ser Arg Pro Arg 

1 5 10 15 

Leu Ala Leu Leu Leu Leu Leu Leu LeuLeu Pro Leu Pro Ser Gly Ala 

20 25 30 

Trp Tyr LysHis Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 

35 40 45 

Ala Gly LeuLeu Met Gly Leu Arg Arg Ser Pro Tyr Leu Trp Arg Arg 

50 55 60 

Ala Leu Arg Ala Ala Ala Gly Pro LeuAla Arg Asp Thr Leu Ser Pro 
65 70 75 80 

18 4 ffilE# 2003-3006608 
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Glu Pro AlaAla Arg Glu Ala Pro Leu Leu Leu Pro Ser Trp Val Gin 

85 90 95 

Glu Leu TrpGlu Thr Arg Arg Arg Ser Ser Gin Ala Gly He Pro Val 

100 105 110 

Arg Ala ProArg Ser Pro Arg Ala Pro Glu Pro Ala Leu Glu Pro Glu 

115 120 125 

Ser Leu Asp Phe Ser Gly Ala Gly GlnArg Leu Arg Arg Asp Val Ser 

130 135 140 

Arg Pro AlaVal Asp Pro Ala Ala Asn Arg Leu Gly Leu Pro Cys Leu 
145 150 155 160 

Ala Pro Gly Pro Phe 
165 

<210>43 
<211>24 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>43 

acagataggg tgagcgacgc agcc 24 

<210>44 
<211>24 
<212>DNA 

<213>Art if icial Sequence 
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<220> 

<223>Primer 
<400>44 

tgagcgacgc agccccatga gcag 24 

<210>45 
<211>235 
<212>DNA 
<213> Porcine 

<400>45 

cgacacccctgcgcccagac cctccggagc cagttcctgg tccgccccgc cgggagccgt 60 

cagcatgaacccccgggcac gcggcatggg agcgcggggc ccgggaccgg gggccactgc 120 

gaggcgccggctgctggcat tgctgttact gctgctgctg ctgccgctgc ccgcccgtgc 180 

ctggtacaagcacacggcga gtccccgcta ccacacggtg ggccgcgccg cgggc 235 

<210>46 
<211>24 
<212>DNA 

<213> Artificial Sequence 
<220> 

<223>Primer 
<400>46 

cagcggcagc agcagcagca gtaa 24 
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<210>47 
<211>24 
<212>DNA 

<213> Artificial Sequence 
<220> 

<223>Primer 
<400>47 

cagcagtaac agcaatgcca gcag 24 

<210>48 
<211>156 
<212>DNA 
<213> Porcine 

<400>48 

ctgtagcctc ccgcgctgcg gcttcccgacacccctgcgc ccagaccctc cggagccagt 60 
tcctggtccg ccccgccggg agccgtcagcatgaaccccc gggcacgcgg catgggagcg 120 
cggggcccgg gaccgggggc cactgcgaggcgccgg 156 

<210>49 
<211>24 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
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<400>49 

cggctgctgg cattgctgtt actg 24 



<210>50 
<211>23 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>50 

cgcccgtgcc tggtacaagc aca 23 

<210>51 
<211>588 
<212>DNA 
<213> Porcine 

<400>51 

cggcgagtcc ccgctaccac acggtgggccgcgccgcggg cctgctcatg gggctgcgcc 60 
gctcgcccta catgtggcgc cgcgcgctgcgcccggcggc cgggcccctg gcctgggaca 120 
ctttcggcca ggacgtgccc cctcggggaccctccgccag gaacgccctc tctccggggc 180 
ccgcccctcg cgacgctccg ctgcttccccccggggttca gacactgtgg caggtgcgac 240 
gcggaagctt ccgctccggg atcccggtcagtgcgccccg cagcccgcgc gcccgggggt 300 
ccgagccgca accggaattg ggcgcctcttcctggacctc ggcggagtag accagagcct 360 
tcggagagtc ttcagctcag cggtggtctgcgcagggaac cgccttcgcc agcccccgcc 420 
tcgccccagc gtcagagccg acctgatcgc ggccccggcggcgcggcccc gcgcctggcc 480 
cccgcggagt ctcttcgcgc ccccaggccggccgtctggt caataaaacc cgcctagttc 540 

18 8 fBKW 2003-3006608 
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ctgcgaaaaa aaaaaaaaaa aaaaaaaaaaaaaaaaaaaa aaaaaaaa 588 

<210>52 
<211>24 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>52 

ttcccgacac ccctgcgccc agac 24 

<210>53 
<211>24 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>53 

> 

gggctggcga aggcggttcc ctgc 24 

<210>54 
<211>565 
<212>DNA 
<213> Porcine 

189 ffilE#2 0 0 3 - 3 0 0 6 6 0 8 
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<400>54 





l*<*5 t ItW Leg 






gcggcaiggg 


agcgcggggc 


UCgggaUUgggggUUal* IgU 




tgctgttact 


gctgctgctg 


ctgccgctgcccgcccgtgc 


ctggtacaag cacacggcga 180 


gtccccgcta 


ccacacggtg 


ggccgcgccgcgggcctgct 


catggggctg cgccgctcgc 240 


cctacatgtg 


gcgccgcgcg 


c tgcgcccggcggccgggcc 


cctggcctgg gacactttcg 300 


gccaggacgt 


gccccctcgg 


ggaccctccgccaggaacgc 


cctctctccg gggcccgccc 360 


ctcgcgacgc 


tccgctgctt 


ccccccggggttcagacact 


gtggcaggtg cgacgcggaa 420 


gcttccgctc 


cgggatcccg 


gtcagtgcgccccgcagccc 


gcgcgcccgg gggtccgagc 480 


cgcaaccgga 


attgggcgcc 


tcttcctggacctcggcgga 


gtagaccaga gccttcggag 540 


agtcttcagc 


tcagcggtgg 


tctgc 


565 



<210>55. 
<211>159 
<212>PRT 
<213>Porcine 

<400>55 

Met Asn Pro Arg Ala Arg Gly Met GlyAla Arg Gly Pro Gly Pro Gly 

15 10 15 

Ala Thr AlaArg Arg Arg Leu Leu Ala Leu Leu Leu Leu Leu Leu Leu 

20 25 30 

Leu Pro Leu Pro Ala Arg Ala Trp-TyrLys His Thr Ala Ser Pro Arg 

35 40 45 

Tyr His Thr Val Gly Arg Ala Ala GlyLeu Leu Met Gly Leu Arg Arg 

50 55 60 

Ser Pro Tyr Met Trp Arg Arg Ala LeuArg Pro Ala Ala Gly Pro Leu 
65 70 75 80 

Ala Trp Asp Thr Phe Gly Gin Asp ValPro Pro Arg Gly Pro Ser Ala 
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85 90 95 

Arg Asn Ala Leu Ser Pro Gly Pro AlaPro Arg Asp Ala Pro Leu Leu 

100 105 110 

Pro Pro Gly Val Gin Thr Leu Trp GlnVal Arg Arg Gly Ser Phe Arg 

115 .120 125 

Ser Gly lie Pro Val Ser Ala Pro ArgSer Pro Arg Ala Arg Gly Ser 

130 135 140 

Glu Pro Gin Pro Glu Leu Gly Ala SerSer Trp Thr Ser Ala Glu 
145 150 155 159 

<210>56 
<211>23 
<212>PRT 
<213>Porcine 

<400>56 

Trp Tyr Lys His Thr Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
1 5 10 15 

AlaGly Leu Leu Met Gly Leu 

20 23 

<210>57 
<211>30 
<212>PRT 
<213>Porcine 

<400>57 

TrpTyr Lys His Thr Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
15 10 15 

19 1 2003-3006608 
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AlaGly Leu Leu Met Gly Leu Arg Arg Ser Pro Tyr Met Trp 

20 25 .30 

<210>58 
<211>69 
<212>DNA 
<213>Porcine 

<400>58 

tggtacaagc acacggcgag tccccgctaccacacggtgg gccgcgccgc gggcctgctc 60 
atggggctg 69 

<210>59 
<211>90 
<212>DNA 
<213>Porcine 

<400>59 

tggtacaagc acacggcgag tccccgctaccacacggtgg gccgcgccgc gggcctgctc 60 . 
atggggctgc gccgctcgccctacatgtgg 90 

<210>60 

<211>24 ■; 
<212>DNA 

<213>Artificial Sequence 
<220> 

<223>Primer 



19 2 
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<400>60 

cgttctcggg gacataaac cctg 24 

<210>61 
<211>24 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>61 

atgagcagc ccggaggcac gacc 24 

<210>62 
<211>188 
<212>DNA 
<213>Rat 

<400>62 

ttcttgtcct aacccgccaa ggggccatggacttgagcgc gctggcgtcg agcagagaag 60 
tacggggccc tgggcccggg gctccggtgaaccggcccct gctaccgcta ctgctgcttc 120 
tgctcttgct acctctgccc gccagcgcctggtacaagca cgtggcgagc cctcgctatc 180 
acacagtg 188 

<210>63 
<211>23 
<212>DNA 

<213>Artif icial Sequence 
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<220> 

<223>Primer 
<400>63 

atgagcagcc cggaggcacg acc 23 

<210>64 
<211>23 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>64 

actgtgtgat agcgagggct cgc 23 

<210>65 
<211>615 
<212>DNA 
<213>Rat 

<400>65 

ctcagagctg tactaggcag gaagagggacggccctcagg gaagggtggc cctatgctta 60 
aaactttcct gtctcctctc cataagtgctccacttgtag caactcctac caagggggca 120 
tccttttgcc cctggcagcc catccttgtattctgagacc atgcatggta ccagaactcc 180 
ctccctgaca gttcccttcc tgggggcgaggaaagggtaa gcaaggagat cccccactaa 240 
agcttcaagc gcagtccagc ttgcgatctactcattggga ggcttctagc tacccgggtt 300 
ccctcttctc cctccctctc catcctcctctcccttgggc atgtgccgcg ggggcgagcc 360 
ggggcggggc cattgagaag ctgtagtcgcaccaactgac tagtctcttc catcctccgg 420 
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agctccgacg ttctcgggga cataaaccctgttcttgtcc taacccgcca aggggccatg 480 
gacttgagcg cgctggcgtc gagcagagaagtacggggcc ctgggcccgg ggctccggtg 540 
aaccggcccc tgctaccgct actgctgcttctgct'cttgc tacctctgcc cgccagcgcc 600 
tggtacaagc acgtg 615 

<210>66 
<211>24 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>66 

cgttctcgg ggacataaac cctg 24 

<210>67 
<211>24 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>67 

cgagccctcg ctatcacaca gtgg 24 

<210>68 
<211>497 
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<212>DNA 



<213>Rat 



<400>68 



gtcgtgcctc cgggctgctc atggggctgcgccgctcgcc ctacctgtgg cgccgtgcct 60 
tgggtggggc cgctggaccg ctcgtggggctcccgggaca gatggcccgc agcgctctcc 120 
tgcttccttc ccccgggcag gagctgtgggaggtacgaag caggagttca ccggcaggac 180 
ttcccgtgca tgcaacccgg agtctgcgggacctggaggg agccggccaa cctgagcagt 240 
cgctaagctt tcagtcctgg acttcagcagagcccgctgc tagagccttc ggtgagacgc 300 
ttcgtgccca gccatggttc ctgcagcaaatcatctttgc cgatcctgtc aggctcgacg 360 
accgtctcaa gaaccgatgg cgcccccgtgcttgacctaa gcaggagcac agcttgtagc 420 
tccagtcagg tctcgttgtc tggtcaataaaatcactctg attcccaaaa aaaaaaaaaa 480 
aaaaaaaaaa aaaaaaa 497 

<210>69 
<211>21 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>69 

ggggcggggc cattgagaag c 21 

<210>70 
<211>21 
<212>DNA 

<213>Art if icial Sequence 
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<220> 

<223>Primer 
<400>70 

tgaccagaca acgagacctg a 21 

<210>71 
<211>684 
<212>DNA 
<213>Rat 

<400>71 

tgtagtcgca ccaactgact agtctcttccatcctccgga gctccgacgt tctcggggac 60 
ataaaccctg ttcttgtcct aacccgccaaggggccatgg acttgagcgc gctggcgtcg 120 
agcagagaag tacggggccc tgggcccggggctccggtga accggcccct gctaccgcta 180 
ctgctgcttc tgctcttgct acctctgcccgccagcgcct ggtacaagca cgtggcgagc 240 
cctcgctatc acacagtggg tcgtgcctccgggctgctca tggggctgcg ccgctcgccc 300 
tacctgtggc gccgtgcctt gggtggggccgctggaccgc tcgtggggct cccgggacag 360 
atggcccgca gcgctctcct gcttccttcccccgggcagg agctgtggga ggtacgaagc 420 
aggagttcac cggcaggact tcccgtgcatgcaacccgga gtctgcggga cctggaggga 480 
gccggccaac ctgagcagtc gctaagctttcagtcctgga cttcagcaga gcccgctgct 540 
agagccttcg gtgagacgct tcgtgcccagccatggttcc tgcagcaaat catctttgcc 600 
gatcctgtca ggctcgacga ccgtctcaagaaccgatggc gcccccgtgc ttgacctaag 660 
caggagcaca gcttgtagct ccag 684 



<210>72 



<211>185 



<212>PRT 
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<213>Rat 
<400>72 

Met Asp Leo Ser Ala Leu Ala Ser SerArg Glu Val Arg Gly Pro Gly 

15 10 15 

Pro Gly Ala Pro Val Asn Arg Pro LeuLeu Pro Leu Leu Leu Leu Leu 

20 25 30 

Leu Leu Leu Pro Leu Pro Ala Ser AlaTrp Tyr Lys His Val Ala Ser 

35 40 45 

Pro Arg Tyr His Thr Val Gly Arg AlaSer Gly Leu Leu Met Gly Leu 

50 55 60 

Arg Arg Ser Pro Tyr Leu Trp Arg ArgAla Leu Gly Gly Ala Ala Gly 
65 .70 75 80 

Pro Leu Val Gly Leu Pro Gly Gin MetAla Arg Ser Ala Leu Leu Leu 

85 90 95 

Pro Ser ProGly Gin Glu Leu Trp Glu Val Arg Ser Arg Ser Ser Pro 

100 105 110 

Ala Gly LeuPro Val His Ala Thr Arg Ser Leu Arg Asp Leu Glu Gly 

115 120 125 

Ala Gle GlnPro Glu Gin Ser Leu Ser Phe Gin Ser Trp Thr Ser Ala 

130 135 140 

Glu Pro AlaAla Arg Ala Phe Gly Glu Thr Leu Arg Ala Gin Pro Trp 

145 150 - 155 160 

Phe Leu GlnGln lie lie Phe Ala Asp Pro Val Arg Leu Asp Asp Arg 

165 170 175 

Leu Lys Asn Arg Trp Arg Pro Arg Ala 
180 185 

<210>73 

19 8 lilMfft 2003-3006608 
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<211>23 

<2i2>PRT 

<213>Rat 

<400>73 

Trp Tyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
15 10 15 

Ser Gly Leu Leu Met Gly Leu 
20 23 

<210> 74 
<211> 30 
<212> PRT 
<213> Rat 



<400>74 

TrpTyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
1 5 10 15 

Ser Gly Leu Leu Met Gly Leu Arg Arg SerPro Tyr Leu Trp 
20 25 30 



<210> 75 
<211> 69 
<212> DNA . 
<213> Rat 

<400> 75 

tggtacaagcacgtggcgag ccctcgctat cacacagtgg gtcgtgcctc cgggctgctc 60 
atggggctg 69 
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<210> 76 
<2U> 90 
<212> DNA 
<213> Rat 

<400> 76 

tggtacaagcacgtggcgag ccctcgctat cacacagtgg gtcgtgcctc cgggctgctc 60 
atggggctgcgccgctcgcc ctacctgtgg 90 

<210> 77 
<211> 23 
<212> DNA 

<213> Artif icialSequence 
<220> 

<223> Probe 
<400> 77 

ttcatcctcaacctggccat cgc 23 

<210>78 
<211>24 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>78 

acccagttct tgtcctaacc ctcc 24 
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<210>79 
<211>24 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>79 

cctgcttcgt acctcccaca gctc 24 

<210>80 
<211>311 
<212>DNA 
<213>Mouse 

<400>80 

aaggggcaat tgacgtgagc gcgctggcgtctaacagaga agtacggggc cctgggcccg 60 
ggactcccag gaaccggccc ctgctgcccctgctgctgct tctgctcttg ctaccgctgc 120 
ccgccagcgc ctggtataag cacgtggcgagtccccgcta tcacacagtg ggtcgtgcct 180 
ccgggctgct catggggctg cgccgctcgccctaccagtg gcgccgtgcc ctgggcgggg 240 
ctgctggacc cctctcccgg ctcccaggaccggtcgcccg cggcgctctc ctgcttcctt 300 
cctcagggca g 311 

<210>81 
<211>24 
<212>DNA 

<213>Artif icial Sequence 
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<220> 

<223>Primer 

i I 

<400>81 

catgagcagc ccggaggcac gacc 24 

<210>82 
<211>24 
<212>DNA 

<213>Artif icial Sequence 

<220> 

<223>Primer 
<400>82 

gtgatagcgg ggactcgcca cgtg 24 

<210>83 
<211>237 
<212>DNA 
<213>Mouse 

<400>83 

aaaggctgta gtcgcaccaa ctgactggtctccatcctct ggagctccga cgtgctcgtt 60 

ctcggagaca taaacccagt tcttgtcctaaccctccaag gggcaattga cgtgagcgcg 120 

ctggcgtcta acagagaagt acggggccctgggcccggga ctcccaggaa ccggcccctg 180 

ctgcccctgc tgctgcttct gctcttgctaccgctgcccg ccagcgcctg gtataag 237 

<210>84 

2 0 2 ffif£#2 0 0 3 - 3 0 0 6 6 0 8 
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<211>24 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>84 

acccagttct tgtcctaacc ctcc 24 

<2l6>85 
<211>24 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>85 

gggcaattga cgtgagcgcg ctgg 24 

<210>86 
<211>598 
<212>DNA 
<213>Mouse 

<400>86 

cgtctaacag agaagtacgg ggccctgggcccgggactcc caggaaccgg cccctgctgc 60 
ccctgctgct gcttctgctc ttgctaccgctgcccgccag cgcctggtat aagcacgtgg 120 
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cgagtccccg ctatcacaca gtgggtcgtgcctccgggct gctcatgggg ctgcgccgct 180 
cgccctacca gtggcgccgt gccctgggcggggctgctgg acccctctcc cggctcccag 240 
gaccggtcgc ccgcggcgct ctcctgcttccttcctcagg gcaggagctg tgggaggtac 300 
gaagcaggag ctcacctgca gggcttcccgtccatgcacc ctggagtccg cgggacctgg 360 
agggagtccg ccaaccggag cagtcgctaagccttcactc ctggatctca gaggagcccg 420 
ctgctagagc cttcggagag acgcttcgtgcccagccatg gttcctgcag caagtcatct 480 
ttgccgatcc tgtcaggccc aagaaccgatggcgccccca tgcttgacct aggcaggagc 540 
acagcttgaa gctccagtca ggcctcgtgtttctggtcaa taaaaccaac ctgattcc 598 

<210>87 
<211>21 
<212>DNA 

<213>Artif icial Sequence 

<220> 

<223>Primer 
<400>87 

aaaggctgtagtcgcaccaa c 21 

<210>88 
<211>21 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>88 
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accagaaaca cgaggcctga c 21 

<210>89 
' <211>659 
<212>DNA 
<213>Mouse 



<400>89 

tgactggtct ccatcctctg gagctccgacgtgctcgttc tcggagacat aaacccagtt 60 
cttgtcctaa ccctccaagg ggcaattgacgtgagcgcgc tggcgtctaa cagagaagta 120 
cggggccctg ggcccgggac tcccaggaaccggcccctgc tgcccctgct gctgcttctg 180 
ctcttgctac cgctgcccgc cagcgcctggtataagcacg tggcgagtcc ccgctatcac 240 
acagtgggtc gtgcctccgg gctgctcatggggctgcgcc gctcgcccta ccagtggcgc 300 
cgtgccctgg gcggggctgc tggacccctctcccggctcc caggaccggt cgcccgcggc 360 
gctctcctgc ttccttcctc agggcaggagctgtgggagg tacgaagcag gagctcacct 420 
gcagggcttc ccgtccatgc accctggagtccgcgggacc tggagggagt ccgccaaccg 480 
gagcagtcgc taagccttca ctcctggatctcagaggagc ccgctgctag agccttcgga 540 
gagacgcttc gtgcccagcc atggttcctgcagcaagtca tctttgccgatcctgtcagg 600 
cccaagaacc gatggcgccc ccatgcttgacctaggcagg agcacagctt gaagctcca 659 



<210>90 
<211>176 
<212>PRT 
<213>Mouse 

<400>90 

Leu Ala Ser Asn Arg Glu Val Arg GlyPro Gly Pro Gly Thr Pro Arg 

15 10 15 

Asn Arg proLeu Leu Pro Leu Leu Leu Leu Leu Leu Leu Leu Pro Leu 
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20 



25 



30 



Pro Ala Ser Ala Trp Tyr Lys His ValAla Ser Pro Arg Tyr His Thr 

35 40 45 

Val Gly Arg Ala Ser Gly Leu Leu MetGly Leu Arg Arg Ser Pro Tyr 

50 55 60 

Gin Trp Arg Arg Ala Leu Gly Gly AlaAla Gly Pro Leu Ser Arg Leu 
65 70 75 80 

Pro Gly Pro Val Ala Arg Gly Ala LeuLeu Leu Pro Ser Ser Gly Gin 

85 90 95 

Glu Leu Trp Glu Val Arg Ser Arg SerSer Pro Ala Gly Leu Pro Val 

100 105 110 

His Ala Pro Trp Ser Pro Arg Asp LeuGlu Gly Val Arg Gin Pro Glu 

115 120 125 

Gin Ser Leu Ser Leu His Ser Trp IleSer Glu Glu Pro Ala Ala Arg 

130 135 140 

Ala Phe Gly Glu Thr Leu Arg Ala GlnPro Trp Phe Leu Gin Gin Val 
145 150 155 . 160 

lie Phe Ala Asp Pro Val Arg Pro LysAsn Arg Trp Arg Pro His Ala 



<210>91 
<211>23 
<212>PRT 
<213>Mouse 

<400>91 

Trp Tyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
15 10 15 

SerGly Leu Leu Met Gly Leu . 



165 



170 



175 176 
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20 23 

<210>92 
<211>30 
<212>PRT 
<213>Mouse 

<400>92 

TrpTyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
1 5 _ . 10 15 

SerGly Leu Leu Met Gly Leu Arg Arg Ser Pro Tyr Gin Trp 
20 25 30 

<210>93 
<211>69 
<212>DNA 

<213>Mouse . .•■ . 

<400>93 

tggtataagc acgtggcgag tccccgctatcacacagtgg gtcgtgcctc cgggctgctc 60 
atggggctg 69 

<210>94 
<211>90 
<212>DNA 
<213>Mouse 

<400>94 

tggtataagc acgtggcgag tccccgctatcacacagtgg gtcgtgcctc cgggctgctc 60 

2 0 7 £ttfE# 2003-300 6 608 
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atggggctgc gccgctcgccctaccagtgg 



90 



<210>95 
<211>23 
<212>PRT 

<213>Artif icial Sequence 

<220>Xaa on the 21st position means Met(0) 
<223> 

<400>95 

Trp Tyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
1 5 10 15 

AlaGly Leu Leu Xaa Gly Leu 



<210>96 
<211>22 
<212>PRT 
<213>Human 

<400>96 

Trp Tyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
15 10 15 

AlaGly Leu Leu Met Gly 
20 22 



20 



23 



<210>97 



<211>21 
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<212>PRT 
<213>Human 

<400>97 

Trp Tyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 



AlaGly Leu Leu Met 
20 21 

<210>98 
<211>20 
<212>PRT 
<213>Human 

<400>98 

Trp Tyr Lys His Val Ala Ser Pro Arg Tyr His thr Val Gly Arg Ala 
1 5 10 15 

AlaGly Leu Leu 
20 

<210>99 
<211>19 
<212>PRT 
<213>Human 

<400>99 

Trp Tyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
15 10 15 

AlaGly Leu 



1 



5 



10 



15 
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<210>100 
<211>18 
<212>PRT 
<213>Huinan. 

<400>100 

Trp Tyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
1 5 10 15 

AlaGly 
18 

<210>101 
<211>17 
<212>PRT 
<213>Human 

<400>101 

Trp Tyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 

15 10 15 

Ala 

17 

<210>102 
<211>16 
<212>PRT 
<213>Human 
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<400>102 

Trp Tyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
15 10 15 16 

<210>103 

<211>23 

<212>PRT 

<213>Artif icial Sequence 

<220>Xaa on the 21st position means Met(0) 
<223> 

<400>103 

Trp Tyr Lys His Thr Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
1 5 10 15 

AlaGly Leu Leu Xaa Gly Leu 

20 23 

<210>104 

<211>23 

<212>PRT 

<213>Artif icial Sequence 

<220>Xaa on the 21st position means Met(0) 
<223> 

<400>104 

Trp Tyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
15 10 15 

2 11 ffil£4§ 2003-3006608 
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SerGly Leu Leu Xaa Gly Leu 



20 



23 



<210>105 

<211>23 

<212>PRT 

<213>Artif icial Sequence 

<220>Xaa on the 1st position means Fmoc Trp 
<223> 

<400>105 

Xaa Tyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
15 10 15 

AlaGly Leu Leu Met Gly Leu 



<210>106 

<211>23 

<212>PRT 

<213>Artif icial Sequence 

<220>Xaa on the 1st position means Ac Trp 

<223> 

<400>106 

Xaa Tyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 
15 10 15 

AlaGly Leu Leu Met Gly Leu 



20 



23 
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20 23 

<210>107 
<211>22 
<212>PRT 
<213>Human 

<400>107 

Tyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala Ala 
15 10 15 

GlyLeu Leu Met Gly Leu 

20 22 

<210>108 
<211>20 

<212>PRT "n 
<213>Human 

<400>108 

His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala Ala Gly Leu 
15 10 15 

Leu Met Gly Leu 
20 

<210> 109 
<211> 15 
<212> PRT 
<213>Human 
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<400>109 

Arg Tyr HisThr Val Gly Arg Ala Ala Gly Leu Leu Met Gly Leu 



<210>110 
<211>9 
<212>PRT 
<213>Human 

<400>110 

ArgAla Ala Gly Leu Leu Met Gly Leu 
1 5 9 

<210>111 

<211>22 

<212>PRT 

<213>Artif icial Sequence 

<220>Xaa on the 1st position means Ac Tyr 
<223> 

<400>111 

Xaa Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala Ala 
15 10 15 

GlyLeu Leu Net Gly Leu 
20 22 

<210>112 
<211>23 



1 



5 



10 



15 



2 14 
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<212>PRT 

<213>Artif icial Sequence 

<220>Xaa on the 1st position means DTrp 
<223> 

<400>112 

Xaa Tyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala 

1 5 10 15 

AlaGly Leu Leu Met Gly Leu 



<210>113 
<211>22 
<212>PRT 
<213>Human 

<213>Artif icial Sequence 

<220>Xaa on the 1st position means 3-Indolepropanoyl Tyr 

<223> 

<400>113 

Xaa Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala Ala 

1 5 10 15 

GlyLeu Leu Met Gly Leu 
20 22 

<210>114 
<211>66 



20 



23 



2 15 
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* 



#2002-093096 



<212>DNA 
<213>Human 

<400>114 

tggtacaagc acgtggcgag tccccgctaccacacggtgg gccgcgccgc tggcctgctc 60 



<210>115 . 
<211>63 
<212>DNA 
<213>Human 

<400>115 

tggtacaagc acgtggcgag tccccgctaccacacggtgg gccgcgccgc tggcctgctc 60 
atg 63 

<210>116 
<211>60 
<212>DNA 
<213>Human 

<400>116 

tggtacaagc acgtggcgag tccccgctaccacacggtgg gccgcgccgc tggcctgctc 60 

<210>117 
<211>57 
<212>DNA 
<213>Human 



atgggg 



66 



— 2 16 



2003-3006608 
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<400>117 

tggtacaagc acgtggcgag tccccgctaccacacggtgg gccgcgccgc tggcctg 57 

<210>118 
<211>54 
<212>DNA 
<213>Human 

<400>118 

tggtacaagc acgtggcgag tccccgctaccacacggtgg gccgcgccgc tggc 54 

<210>119 
<211>51 
<212>DNA 
<213>Human 

<400>119 

tggtacaagc acgtggcgag tccccgctaccacacggtgg gccgcgccgc t 51 

<210>120 

<211>48 

<212>DNA 

<213>Human * 
<400>120 

tggtacaagc acgtggcgag tccccgctaccacacggtgg gccgcgcc 48 

<210>121 
<211>66 



2 17 
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<212>DNA 
<213>Human 

<400>121 

tacaagcacg tggcgagtcc ccgctaccacacggtgggcc gcgccgctgg cctgctcatg 60 



<210>122 
<211>60 
<212>DNA 
<213>Human 

<400>122 

cacgtggcga gtccccgcta ccacacggtgggccgcgccg ctggcctgct catggggctg 60 

<210>123 
<211>45 
<212>DNA 
<213>Human 

<400>123 

cgctaccaca cggtgggccg cgccgctggcctgctcatgg ggctg 45 

<210>124 
<211>27 
<212>DNA 
<213>Human 



gggctg 



<400>124 



2 18 
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#2002-093096 



cgcgccgctg gcctgctcat ggggctg 27 



<210>125 
<211>51 
<212>DNA 
<213>Porcine 

<400>125 

tggtacaagc acacggcgag tccccgctaccacacggtgg gccgcgccgc g 51 

<210>126 
<211>329 
<212>PRT 
<213>Rat 

<400>126 

MetHis Asn Leu Ser Leu Phe Glu Pro Gly Arg Gly Asn Val Ser Cys 

5 10 15 

GlyGly Pro Phe Leu Gly Cys Pro Asn Glu Ser Asn Pro Ala Pro Leu 

20 25 30 

ProLeu Pro Gin Pro Leu Ala Val Ala Val pro Val Val Tyr Gly Val 

35 40 45 

IleCys Ala Val Gly Leu Ala Gly Asn Ser Ala Val Leu Tyr Val Leu 

50 ' 55 60 

LeuArg Thr Pro Arg Met Lys Thr Val Thr Asn Val Phe lie Leu Asn 
65 70 75 80 

Leu Ala lie Ala Asp Glu Leu Phe Thr Leu Val LeuPro lie Asn He 

85 90 95 

AlaAsp Phe Leu Leu Arg Arg Trp Pro Phe Gly Glu Val Met Cys Lys 

2 19 - ffi'ffft-2 0 03-3006608 



#2 002-093096 

105 110 
Tyr Asn Thr Phe Ser Ser Leu Tyr Phe 
120 125 
Arg Tyr Leu Val Val Leu Ala Thr Ala 
140 

Arg Thr Tyr Gly Ala Ala Arg Ala Val 
155 160 
Val Thr Leu Val Val Leu Pro Phe Ala 

165 170 175 

VaiPhe Ala Arg Leu Asp Glu Glu Gin Gly Arg Arg Gin Cys Val Leu 

180 185 190 

VaiPhe Pro Gin Pro Glu Ala Phe Trp Trp Arg Ala Ser Arg Leu Tyr 

195 200 205 

ThrLeu Val Leu Gly Phe Ala He Pro Val Ser Thr He Gys Ala Leu 

210 215 220 

Tyrlle Thr Leu Leu Cys Arg Leu Arg Ala lie Gin Leu Asp Ser His 
225 230 235 240 

AlaLys Ala Leu Asp Arg Ala Lys Lys Arg Val Thr Leu Leu Val Val ■ . 

245 250 255 

Alalle Leu Ala Val Cys Leu Leu Cys Trp Thr Pro Tyr His Leu Ser 

260 265 270 

Thrlle Val Ala Leu Thr Thr Asp Leu Pro Gin Thr Pro Leu Val He 

275 280 285 

Glylle Ser Tyr Phe He Thr Ser Leu Ser Tyr Ala Asn Ser Cys Leu 

290 295 300 

AsnPro Phe Leu Tyr Ala Phe Leu Asp Asp Ser Phe Arg Arg Ser Leu 
305 310 ' 315 320 

ArgGln Leu Val Ser Cys Arg Thr Ala 

2 2 0 ffifE^ 2003-3006608 



100 

Leulle Val Ala Val Asp Gin 
115 

LeuAla Val Met Ser Ala Asp 
130 135 
GluSer Arg Arg Val Ser Gly 
145 150 
SerLeu Ala Val Trp Ala Leu 



• 



#2 002-093096 



325 



329 



<210>127 
<211>987 
<212>DNA 
<213>Rat 

<400>127 



atgcacaacttgtcgctctt cgagcctggc aggggcaatg tgtcttgcgg cggcccattt 60 

ttgggctgtcctaacgagtc gaacccagcg cctctgccac tgccgcagcc tctggcggta 120 

gcagtgcctgtggtctacg[g ggtgatctgc gcggtgggac tggcgggcaa ctccgcggtg 180 

ctgtacgtactgctgcgcac gccgcgcatg aagactgtta ccaacgtgtt cattctcaac 240 

ctggctatcgcggacgagct cttcaccctc gtgctgccca tcaacatcgc ggacttcctg 300 

ctgaggcgctggcccttcgg ggaagtcatg tgcaagctca tcgtggctgt cgaccagtac 360 

aacactttctctagcctcta cttcctcgcc gtcatgagcg cagaccgcta cctggttgtc 420 

ctggccacagccgagtcgcg ccgggtgtcc gggcgcactt atggtgcagc gcgggctgtc 480 

agtctggcggtgtgggcgct ggtgacattg gtcgtgctgc cttttgcggt attcgcccgg 540 

ctggacgaagagcagggtcg gcgtcagtgc gtgctggtct tcccgcagcc tgaggccttc 600 

tggtggcgcgccagccgtct gtacactcta gtgttgggct tcgccatccc ggtgtccacc 660 

atctgcgccctctatatcac cctgttgtgc cgactgcgtg ctatccagct agacagccac 720 

gccaaggccctggaccgtgc caagaagcgc gtgaccttgt tggtggtggc gattctggct 780 

gtgtgcctcctctgctggac accgtaccac ctgagcacca tagtggcgct caccaccgac 840 

ctcccgcaaacaccgttggt catcggcatc tcttacttca tcaccagtct gagctatgcc 900 

aacagctgcctcaacccttt cctctatgcc ttcctggacg acagcttccg caggagcctg 960 
cggcagctggtgtcatgccg cacagcc 937 - 



<210>128 



<211>28 



<212>DNA 



2 2 1- 
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<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>128 

actgatatgcacaacttgtc gctcttcg 28 

<210>129 

<211>28 

<212>DNA 

<213>Art if icial Sequence 
<220> 

<223>Primer 
<400>129 

actagttcaggctgtgcggc atgacacc 28 

<210>130 

<211>19 

<212>DNA 

<213>Artif icial Sequence 

<220> 

<223>Primer 

<400>130 

gttggtggtggcgattctg 19 



2 2 2 
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<210>131 

<211>19 

<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>131 

tggtgagcgccactatggt 19 

<210>132 

<211>24 

<212>DNA 

<213>Art if icial Sequence 
<220> 

<223>Primer 
<400>132 

gtccgcgatgttgatgggca gcac 24 

<210>133 

<211>24 

<212>DNA 

<213>Art if icial Sequence 
<220> 

2 2 3 ffif£# 2003-3006608 
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<223>Primer 



<400>133 



gaagagctcatcggcgatag ccag 



24 



<210>134 
<211>440 
<212>DNA 
<213>Mouse 

<400>134 

taagcagtggtaacaacgca gagtacgcgg gggcgcataa gcagtggtaa caacgcagag 60 

tcacgcggggagtgcctggg tgcagatccc tgtaaacgtg ggcgcataaa cctcgagttt 120 

cgcggggctgctgagtggaa tcctggtggt cgcctgctct ccagccctct ccaagatgca 180 

taacttaacgcttttcgagt ctggagggga caacgtgtct tgcggcggct catctttggg 240 

ctgtcccaacgggtccagcc tggctcctct gccgctgccg cagccactgg cggtagcagt 300 

gcctgtcgtctacggggtaa tttgcgccgt gggactggct ggcaactctg cggtgctgta 360 

cgtactgctgcgcacgccgc gcatgaagac tgtcaccaac gtgttcatcc tcaacctggc 420 
tatcgccgatgagctcttca 440 

<210>135 

<211>24 

<212>DNA 

<213>Artificial Sequence 
<220> 

<223>Primer 
<400>135 
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tttcgcggggctgctgagtg gaat 



24 



<210>136 

<211>24 

<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Primer 
<400>136 

agtgctgcctgcggtggaaa gagg 24 

<210>137 
<211>1083 
<212>DNA 
<213>Mouse 

<400>137 

tttcgcggggctgctgagtg gaatcctggt ggtcgcctgc tctccagccc tctccaagat 60 

gcataacttaacgcttttcg agtctggagg ggacaacgtg tcttgcggcg gctcatcttt 120 

gggctgtcccaacgggtcca gcctggctcc tctgccgctg ccgcagccac tggcggtagc 180 

agtgcctgtcgtctacgggg taatttgcgc cgtgggactg gctggcaact ctgcggtgct 240 

gtacgtactgctgcgcacgc cgcgcatgaa gactgtcacc aacgtgttca tcctcaacct 300 

ggctatcgccgatgagctct tcaccctcgt gctgcccatc aacatcgcgg acttcctgct 360 

gaggcgctggcccttcgggg aggtcatgtg caagctcatt gtagccgtcg accagtacaa 420 

cactttctctagcctctact tcctcgccgt catgagcgcc gaccgatacc tggtggttct 480 

ggccacagcagagtcgcgcc gggtgtccgg gcgcacttac ggtgcagcgc gtgctgtcag 540 

tctggcggtgtgggcgctgg tgacgctggt cgtgctgccc tttgcggtat tcgctcggct 600 
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ggacgaggagcagggtcggc gccagtgcgt gctggtcttc ccgcagcccg aggccttctg 660 
gtggcgtgccagccgtctct acacactagt attgggcttt gccatcccgg tgaccaccat 720 
ctgtgctctctataccactc tgctctgccg actgcgtgct atccagctag atagccacgc 780 
caaggccctggatcgtgcca agaagcgcgt gaccttgttg gtggcggcga ttctggctgt 840 
gtgcctcctctgctggacgc cttatcacct gagtaccata gtggccctca ccaccgacct 900 
cccgcaaacgccgctggtca tcggcatctc ttacttcatc accagcctga gctatgctaa 960 
cagctgcctcaaccctttcc tctatgcctt cctggacgac agcttccgca gaagcctccg 1020 
gcaattggtgtcatgccgtt cagcctgatg ccctttccac ctctttccac cgcaggcagc 1080 
act 1083 

<210>138 
<211>329 
<212>PRT 
<213>Mouse 

<400>138 

MetHis Asn Leu Thr Leu Phe Glu Ser Gly Gly Asp Asn Val Ser Cys 

5 10 15 

GlyGly Ser Ser Leu Gly Cys Pro Asn Gly Ser Ser Leu Ala Pro Leu 

20 25 30 

ProLeu Pro Gin Pro Leu Ala Val Ala Val Pro Val Val Tyr Gly Val 

35 40 45 

IleCys Ala Val Gly Leu Ala Gly Asn Ser Ala Val Leu Tyr Val Leu 

50 55 60 

LeuArg Thr Pro Arg Met Lys Thr Val Thr Asn Val Phe lie Leu Asn 
65 70 75 80 

Leu Ala He Ala Asp Glu Leu Phe Thr Leu Val LeuPro He Asn He 

85 90 95 

AlaAsp Phe Leu Leu Arg Arg Trp Pro Phe Gly Glu Val Met Cys Lys 
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100 



105 



110 



Leulle Val Ala Val Asp Gin Tyr Asn Thr Phe Ser Ser Leu Tyr Phe 

115 120 125 

LeuAla Val Met Ser Ala Asp Arg Tyr Leu Val Val Leu Ala Thr Ala 

130 135 140 

GluSer Arg Arg Val Ser Gly Arg Thr Tyr Gly Ala Ala Arg Ala Val 
145 150 155 160 

SerLeu Ala Val Trp Ala Leu Val Thr Leu Val Val Leu Pro Phe Ala 

165 170 175 

ValPhe Ala Arg Leu Asp Glu Glu Gin Gly Arg Arg Gin Cys Val Leu 

180 185 190 

ValPhe Pro Gin Pro Glu Ala Phe Trp Trp Arg Ala Ser Arg Leu Tyr 

195 200 205 

ThrLeu Val Leu Gly Phe Ala He Pro Val Thr Thr He Cys Ala Leu 

210 215 220 

TyrThr Thr Leu Leu Cys Arg Leu Arg Ala He Gin Leu Asp Ser His 
225 230 235 240 

AlaLys Ala Leu Asp Arg Ala Lys Lys Arg Val Thr Leu Leu Val Ala 



Alalle Leu Ala Val Cys Leu Leu Cys Trp Thr Pro Tyr His Leu Ser 

260 265 270 

Thr He Val Ala Leu Thr Thr Asp Leu Pro Gin Thr Pro Leu Val lie 

275 280 . 285 

Glylle Ser Tyr Phe He Thr Ser Leu Ser Tyr Ala Asn Ser Cys Leu 

290 295 300 

AsnPro Phe Leu Tyr Ala Phe Leu Asp Asp Ser Phe Arg Arg Ser Leu 
305 310 315 320 

ArgGln Leu Val Ser Cys Arg Ser Ala 



245 



250 



255 



325 



329 
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<210>139 
<211>987 
<212>DNA 
<213>Mouse 

<400>139 



a l^UalddL I IddCgCl ill 


cgagtctgga 


ggggacaacg 


tgtcttgegg 


cggctcatct 


60 


t igggi* ig icccaacggg xc 


cagccxggct 


cctctgccgc 


tgccgcagcc 


actggcggta 


1 OA 

120 


glsdg IgUls Lg tog IL IdCgg 


ggxaaxxxgc 


gccgtgggac 


tggctggcaa 


etctgeggtg 


180 


ctgtacgtactgctgcgcac 


gccgcgcatg 


aagactgtca 


ccaacgtgtt 


catcctcaac 


240 


ctggctatcgccgatgagct 


cttcaccctc 


gtgctgccca 


tcaacatcgc 


ggacttcctg 


300 


ctgaggcgctggcccttcgg 


ggagg tcatg 


tgeaagctea 


ttgtagccgt 


cgaccagtac 


360 


aacactttctctagcctcta 


cttcctcgcc 


gtcatgagcg 


ccgaccgata 


cctggtggtt 


420 


ctggccacagcagagtcgcg 


ccgggtgtcc 


gggegcaett 


aeggtgeage 


gcgtgctgtc 


480 


agtctggcggtgtgggcgct 


ggtgacgctg 


gtcgtgctgc 


ectttgeggt 


attegctegg 


540 


ctggacgaggagcagggtcg 


gcgccagtgc 


gtgctggtct 


tcccgcagcc 


cgaggccttc 


600 


tggtggcgtgccagccgtct 


ctacacacta 


gtattgggct 


ttgccatccc 


ggtgaccacc 


660 


atctgtgctctctataccac 


tctgctctgc 


egactgegtg 


ctatccagct 


agatagecac 


720 


gccaaggccctggatcgtgc 


caagaagege 


gtgaccttgt 


tggtggcggc 


gattctggct 


780 


gtgtgcctcctctgctggac 


gccttatcac 


ctgagtacca 


tagtggccct 


caccaccgac 


840 


ctcccgcaaacgccgctggt 


catcggcatc 


tcttacttca 


tcaccagcct 


gagctatget 


900 


aacagctgcctcaacccttt 


cctctatgcc 


ttcctggacg 


acagcttccg 


cagaagcctc 


960 


cggcaattggtgtcatgccg 


ttcagee 








987 



<210>140 

<211>27 

<212>DNA 

<213>Artif icial Sequence 
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<220> 



<223>Probe 



<400>140 




27 



<210> 141 
' <211> 32 
<212> DNA 

<213> Artif icialSequence 

<220> 

<223> Primer 
. <400> 141 
atcgatatggacaacgcctc gttctcggag cc 32 

<210> 142 
<211> 32 
<212> DNA 

<213> Artif icialSequence 
<220> 

<223> Primer 
<400> 142 

actagtgtcaggctgccgcg cggcaagtta tc 32 

<210> 143 
<211> 1000 
<212> DNA 
<213> Human 
<400> 143 
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atcgatatgg acaacgcctc gttctcggag ccctggcccg ccaacgcatc gggcccggac 60 

ccggcgctgagctgctccaa cgcgtcgact ctggcgccgc tgccggcgcc gctggcggtg 120 

gctgtaccagttgtctacgc ggtgatctgc gccgtgggtc tggcgggcaa ctccgccgtg 180 

ctgtacgtgttgctgcgggc gccccgcatg aagaccgtca ccaacctgtt catcctcaac 240 

ctggccatcgccgacgagct cttcacgctg gtgctgccca tcaacatcgc cgacttcctg 300 

ctgcggcagtggcccttcgg ggagctcatg tgcaagctca tcgtggctat cgaccagtac 360 

aacaccttctccagcctcta cttcctcacc gtcatgagcg ccgaccgcta cctggtggtg 420 

ttggccactgcggagtcgcg ccgggtggcc ggccgcacct acagcgccgc gcgcgcggtg 480 

agcctggccgtgtgggggat cgtcacactc gtcgtgctgc ccttcgcagt cttcgcccgg 540 

ctagacgacgagcagggccg gcgccagtgc gtgctagtct ttccgcagcc cgaggccttc 600 

tggtggcgcgcgagccgcct ctacacgctc gtgctgggct tcgccatccc cgtgtccacc 660 

atctgtgtcctctataccac cctgctgtgc cggctgcatg ccat'gcggct ggacagccac 720 

gccaaggccctggagcgcgc caagaagcgg gtgaccttcc tggtggtggc aatcctggcg 780 

gtgtgcctcctctgctggac gccctaccac ctgagcaccg tggtggcgct caccaccgac 840 

ctcccgcagacgccgctggt catcgctatc tcctacttca tcaccagcct gagctacgcc 900 

aacagctgcctcaacccctt cctctacgcc ttcctggacg ccagcttccg caggaacctc 960 
cgccagctgataacttgccg cgcggcagcc tgacactagt 1000 

<210> 144 
<211> 328 
<212> PRT 
<213> Human 
<400> 144 

Met Asp Asn Ala Ser Phe Ser Glu ProTrp Pro Ala Asn Ala Ser Gly 

1 5 10 15 

Pro Asp Pro Ala Leu Ser Cys Ser AsnAla Ser Thr Leu Ala Pro Leu 

20 25 30 

Pro Ala Pro Leu Ala Val Ala Val ProVal Val Tyr Ala Val He Cys 
35 40 45 
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Ala Val Gly Leu Ala Gly Asn Ser AlaVal Leu Tyr Val Leu Leu Arg 

50 55 60 

Ala Pro Arg Met Lys Thr Val Thr AsnLeu Phe He Leu Asn Leu Ala 
65 70 75 80 

He Ala Asp Glu Leu Phe Thr Leu Val Leu Pro He Asn He Ala Asp 

85 90 95 

Phe Leu Leu Arg Gin Trp Pro Phe GlyGlu Leu Met Cys Lys Leu He 

100 105 110 

Val Ala He Asp Gin Tyr Asn Thr PheSer Ser Leu Tyr Phe Leu Thr 

115 120 125 

Val Met Ser Ala Asp Arg Tyr Leu ValVal Leu Ala Thr Ala Glu Ser 

130 135 140 

Arg Arg Val Ala Gly Arg Thr Tyr SerAla Ala Arg Ala Val Ser Leu 
145 150 155 160 

Ala Val Trp Gly He Val Thr Leu ValVal Leu Pro Phe Ala Val Phe 

165 170 175 

Ala Arg Leu Asp Asp Glu Gin Gly ArgArg Gin Cys Val Leu Val Phe 

180 185 190 

Pro Gin Pro Glu Ala Phe Trp Trp ArgAla Ser Arg Leu Tyr Thr Leu 

195 200 205 

Val Leu Gly Phe Ala He Pro Val SerThr He Cys Val Leu Tyr Thr 

210 215 220 

Thr Leu Leu Cys Arg Leu His Ala Met Arg Leu Asp Ser His Ala Lys 
225 230 235 240 

Ala Leu Glu Arg Ala Lys Lys Arg ValThr Phe Leu Val Val Ala He 

245 250 255 

Leu Ala Val Cys Leu Leu Cys Trp ThrPro Tyr His Leu Ser Thr Val 

260 265 270 

Val Ala Leu Thr Thr Asp Leu Pro GlnThr Pro Leu Val lie Ala He 
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275 280 285 

Ser Tyr Phe He Thr Ser Lea Ser TyrAIa Asn Ser Cys Leu Asn Pro 

290 295 300 

Phe Leu Tyr Ala Phe Leu Asp Ala SerPhe Arg Arg Asn Leu Arg Gin 
305 310 315 320 

Leu He Thr Cys Arg AlaAla Ala 
325 328 



<210> 145 

<211> 32 

<212> DNA 

<213> Art if icial Sequence 
<220> 

<223> Primer 

<400> 145 

atcgatatggacaacgcctc gttctcggag cc 32 

<210> 146 
<211> 21 
<212> DNA 

<213> Art if icialSequence 
<220> 

<223> Primer 
<400> 146 

.tagaggctggagaaggtgtt.g. .21 



<210> 147 
<211> 21 
<212> DNA 
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<213> Artif icialSequence 
<220> 

<223> Primer 
<400> 147 

catgaagaccgtcaccaacc t 21 

<210> 148 
<211> 19 
<212> DNA 

<213> ArtificialSequence 
<220> 

<223> Primer 
<400> 148 

ccagcgtgaagagctcgtc 19 

<210> 149 
<211> 20 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Designedpeptide 
<400> 149 

Trp Phe Lys His Val Ala Ser Pro ArgTyr His Thr Val Gly Arg Ala 

15 10 15 

Ala Gly Leu Leu 

20 

<210>150 
<211>60 
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<212>DNA 

<213>ArtificiaI Sequence 

<220> 

<223> 

<400>150 

tggttcaagc acgtggcgag tccccgctaccacacggtgg gccgcgccgc tggcctgctc 60 
[0®©fgiii&I&l$!] 

[01] Wakosil-II3C18HG;*79AS:tf V^GPR 8 >J:ff> KCD^^|5g<Z)i^$g 

[02] I^r©IS©2 3^SfflGPR8U^Wf K©t h^O^O 
CHO/GPR8ijS|II^Jllf^K:*f*rSGTP y S ^ffiigMft . 

[03] m*<D&m®3 0M®GPR8iJ^> K^^FCDfc hft*U#<7> 
CHO/GPR8M^H^{C*ff SGTP r SM^-iEii^ffi^-r. 

C®4] S*©2g££<D2 3^i0GPR8 U # > K^!?^ KCDfcl htf^n^© 
CHO/GPR8 «JflS*C*f 1 5 c AMP MJJJffffgffi 

[05] S*©$gS©3 0jSSfflGPR8 U#> K^^KCDfc b^Uif<D 
C H O/G P R 8 fflMKM -f& c AM PMii^S^t. 

[06] GPR8'J^F^^f K0th^n ^f&Ig#g cDNAffl^ 
&»K3flJfc.fctf-£*i^&i8i?3;ri5GPR8 U#> K^^KcDt: hjft=en^f& 

i8#^#saic®£7s snmnzm-t. testis 2 3^s®gpr8'j> 

[07] GPR8U^>K^^K©^j}x^n^OT«:gegcDNA©^ : 

^@H?ijfej:^-?-n^e>iiiii?$tisGPR 8 y#> K©^^^n^i& 
mft%®ftm&M.<D£T $ smmmzBir. ^mtsuzz 3^i®gpr8 y# 

[08] GPRSU^K^f K05y h^n^MIS#^a^cDNA<Z) 

±^aa^jfej:tjf-eti^e>®iR$tisGPR8 u^f^K^^Ko^y h^^p 
^t{r^^#gajg©^7^y^sB^jSrs-r 0 ^§ti«2 3^i®gpr8 
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[0 9] G P R 8 V ay V<zf* Kov?**^ n trfUm^Si&K c DNA© 
£&M3flJ£<fca t ^n^e>gllR<**i£GPR 8 K^-? K©v>;*5ft^n 

ymm<*&wi*mQg.<z>±T$;wmmzj*~?. Man* 2 3^©gprs 

[®io] t hGPR8«acHOj»JB*&||»ufcj|iIJBJI!IW^S»v^fe, t 1 

25 I] t«f| b 2 3 §1® t h G P R 8 'J )!f > KCf t S 2 3 Jllffl t hGPR 
[011] TGR2 6ffli7Kfi^nyb@-?fe5 0 

[01 2] h G P R 8 L (1-23) fc«fctfhGPR8L (1-3 0) ffiCH 

0/TGR2 6«HJ»|C»1-6cAMPM#|f«»ttft3B%^B9T?»*. B5*» -O 
-tt, h G P R 8 L (1-23) -A-fc, hGPRSL ( 

1-8 0) Sft#LfcI^«t. 

[013] hGPRSL (1-28) 8iffhGPR8L (1-80) ©CH 

o/tgr2 emmmm^izM-t^GTP T st§-&mmm&*jfctmi*&&. m 

tf, -0-{4, h G P R 8 L (1-23) -A-». hGP 

R8L (1-3 0) Sa^L-fc^ta**. 

[014] [ 125 I] ^««bfc2 3gHE0H hGPR8 U#>KCDTGR2 

6 h ora* e>i3sg u fe«niBaM®^©^{c*f t si^ h g p 

R8L (1-23) fc«fctfhGPR8L (1-30) ©*g-&&E^?S*$&^"r0S: 
asl*. 0Pp, -0-«, h G P R 8 L (1-2 3) -A-& 
, hGPRSL (1-3 0) Srtt#L.&»^Sa%'*-. 
[01 5] S*©$g^©2 3BMt3£tf3 0BM<DGPR 8 VXy K 
t h sft^E n C H O / G P R 7 S c AM P M&WMmm Sr^fp 0 

hGPRSL (1-2 3) fc«#L-fe»i^&, hGP • 

R8L (1-3 0) ta^bfe***^. 

[01 6] C 125 I 3 T'Iilfe2 3JSI©t KGPR8 U#> KOthGP 

r 7 i&gic h ojfinua^ 6)iisgL-fcj|iniiaOT^/\©i^-a-{c^-r h g : 

PR8L (1-23) fc^tfhGPRS L (1-3 0) ©^IfiWtSffi £^"T0 
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&a*"T. H*, h G P R 8 L (1-2 3) £|g^Lfcl§l=r£, -■- 

tt, h G P R 8 L (1-30) Z&Jg-Lfrm&Z*?. 
[017] h G P R 8 L (1-23) £J:tfhGPR8L (1-30) 0CH 

, h G P R 8 L (1-2 3) Sr^Lfe^S. hGPR 

8 L ( 1 - 3 0 ) £t8#Ufc#-£S:^-t„ 

[018] ^T(CtiS#LfchGPR8L ( 1 - 2 3 ) ©9 v htiDlfiaf-?® 
SfflSfC^ffSf^M&j^-t. H<t», OttvehicleSS:, ■ hGPR 8 

l (i-2 3) mzB?. 

[019] ^TlC#S5S#tfehGPR8L (1-2 3) ®7»; h©Bt«re© 
SUSfC^f-rS^M&^-t. 0tp, DttvehicleS^ ■ h G P R 8 

l d-23) rnttB-t. 

[02 0] &TK&m$t J *LtLhGPR 8 L (1-2 3) ®7yhffllBOg 
HfitC^f-TS^&^i-o 0tF. DliYehicle^S, itthGPR8L ( 
1-2 3) i¥£at-fo 

[02 1] ^TfC^m^LfehGPR 8 L (1-2 3) © 9 y h ©flcfifffln 
K$i-?&ftm*B-ro 0*, -O-livehicleSt -D-«hGPR8 

l d-23) mz^-t. 

[02 2] ^TlCi#i^|S;#bfchGPR8 L (1-2 3) © 9 y h (D^M^M 
fc*f*fiflU8&n*?--. 0*, -O-livehiclef^, — □ — h G P R 8 

L (1-2 3) wtsv*-. 

[023] &T{Cj#jjgg*£-£bfchGPR 8 L (1-23) (05^ffliij)^ 

[02 4] JK®WS#bfehGPR8 L (1-2 3) 09y KDjRKlCJSft 
SflsM&aVT. 0cp, Sttvehicle^, JgfrfettO. 2mgS#ttt, * 

[02 5] I^8#lfchGPR8L (1-2 3) ©9 y h ©flsfiifitlSJC 
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[026] [Phe 2 , 125 I-Tyr 10 ] fchGPRSU^K (1-20) 

© t h g p r 7 »gic h omm& bmm v feiiii^Aoi^ctft © 

IS©hGPR8L (1-23) <fctFh G P R 8 L (1-30) 
H4», -O-Wu h G P R 8 L (1-23) 
-D-tt, h G P R 8 L (1-3 0) Sr^Lfe^Sr^f. 
[027] [Phe 2 , 125 I-Tyr 10 ] thGPRS'j^K (1-20) 

iSOhGPRSL (1-2 3) fcit)thGPR8L (1-3 0) ©«g#|BfiF& 
ftt^-TH****. 0tp, -O-tt, h G P R 8 L (1-23) : 
h G P R 8 L (1-3 0) &«^Lfc©-&&^f 0 
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[06] 



GGC GGG GCC ACC GAG CGG TTA TAG CTG GGC CTG CAG GGG ACC 42 
CAC GGC TCG CCT CCA GCC TCC TGC GCT CCG GTA CCT GGG CGT CCC AAC TCC ACT GCG CGC 102 
CCA AAC CCA GCC GAG CCG GTT CGT GGC CCG CCC CGC CGG GCG GCC GTC GAC GCG AGC GCC 162 



s 



CTG GCG TGG CGC CCA GGG GAG CGG GGG GCT CCC GCG AGC CGG CCG CGG CTG GCA CTG CTG 222 
Leu Ala Tip Arg Pro Gly Glu Arg Gly Ala Pro Ala Ser Arg Pro Arg Leu Ala Leu Leu 20 



CTG CTT CTG CTC CTG CTG CCG CTG CCC TCC GGC GCC 
Leu Leu Leu Leu Leu Leu Pro Leu Pro Ser Gly Al£ 



TGG TAC AAG CAC GTG GCG AGT CCC 282 
Trp Tyr Lys His Val Ala Ser Pro 40 



CGC TAC CAC ACG GTG GGC CGC GCC GCT GGC CTG CTC ATG GGG CTG 
Arg Tyr His Thr Val Gly Arg Ala Ala Gly Leu Leu Met Gly Leu 



CGT CGC TCA CCC TAT 342 
Arg Arg Ser Pro Tyr 60 



CTG TGG CGC CGC GCG CTG CGC GCG GCC GCC GGG CCC CTG GCC AGG GAC ACC CTC TCC CCC 402 

Leu Trp Arg Arg Ala Leu Arg Ala Ala Ala Gly Pro Leu Ala Arg Asp Thr Leu Ser Pro 80 

GAA CCC GCA GCC CGC GAG GCT CCT CTC CTG CTG CCC TCG TGG GTT CAG GAG CTG TGG GAG 462 

Glu Pro Ala Ala Arg Glu Ala Prp Leu Leu Leu Pro Ser Trp Val Gin Glu Leu Trp Glu 100 

ACG CGA CGC AGG AGC TCC CAG GCA GGG ATC CCC GTC CGT GCG CCC CGG AGC CCG CGC GCC 522 

Thr Arg Arg Arg Ser Ser Gin Ala Gly He Pro Val Arg Ala Pro Arg Ser Pro Arg Ala 120 

CCA GAG CCT GCG CTG GAA CCG GAG TCC CTG GAC TTC AGC GGA GCT GGC CAG AGA CTT CGG 582 

Pro Glu Pro Ala Leu Glu Pro Glu Ser Leu Asp Phe Ser Gly Ala Gly Gin Arg Leu Arg 140 

AGA GAC GTC TCC CGC CCA GOG GTG GAC CCC GCA GCA AAC CGC CTT GGC CTG CCC TGC CTG 642 

Arg Asp Val Ser Arg Pro Ala Val Asp Pro Ala Ala Asn Arg Leu Gly Leu Pro Cys Leu 160 

GCC CCC GGA CCG TTC TGA CAG CGT CCC CCG CCC GCC CGT GGC GCC TCC GCG CCT GAC CCA 702 

Ala Pro Gly Pro Phe *** 105 



GGA GGA GTG GCC GCG CG 



719 
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CC TCC GGA GCC ACT TCC TGG TCC GCC CCG CCG GGA GCC GTC AGC 44 



ATG AAC CCC CGG GCA CGC GGC ATG GGA GCG CGG GGC CCG GGA CCG GGG GCC ACT GCG AGG 104 

Met Asn Pro Arg Ala Arg Gly Met Gly Ala Arg Gly Pro Gly Pro Gly Ala Thr Ala Arg 20 

CGC CGG CTG CTG GCA TTG CTG TTA CTG CTG CTG CTG CTG CCG CTG CCC GCC CGT GCC TGG 164 

Arg Arg Leu Leu Ala Leu Leu Leu Leu Leu Leu Leu Leu Pro Leu Pro Ala Arg Ala |Trp 40 

TAC AAG CAC ACG GCG ACT CCC CGC TAC CAC ACG GTG GGC CGC GCC GCG GGC CTG CTC ATG 224 

Tyr Lys His Thr Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala Ala Gly Leu Leu Met 60 



GGG CTG 
Gly Leu 



CGC CGC TOG CCC TAC ATG TGG CGC CGC GCG CTG CGC CCG GCG GCC GGG CCC CTG 284 
Arg Arg Ser Pro Tyr Met Trp Arg Arg Ala Leu Arg Pro Ala Ala Gly Pro Leu 80 



GCC TGG GAC ACT TTC GGC CAG GAC GTG CCC CCT CGG GGA CCC TCC GCC AGG AAC GCC CTC 344 

Ala Trp Asp Thr Phe Gly Gin Asp Val Pro Pro Arg Gly Pro Ser Ala Arg Asn Ala Leu 100 

TCT CCG GGG CCC GCC CCT GGC GAC GCT CCG CTG CTT CCC CCC GGG GTT CAG ACA CTG TGG 404 

Ser Pro Gly Pro Ala Pro Arg Asp Ala Pro Leu Leu Pro Pro Gly Val Gin Thr Leu Trp 120 

CAG GTG CGA CGC GGA AGC TTC CGC TCC GGG ATC CCG GTC AGT GCG CCC CGC AGC CCG CGC 464 

Gin Val Arg Arg Gly Ser Phe Arg Ser Gly lie Pro Val Ser Aal Pro Arg Ser Pro Arg 140 

GCC CGG GGG TCC GAG CCG CAA CCG GAA TTG GGC GCC TCT TCC TGG ACC TCG GCG GAG TAG 524 

Ala Arg Gly Ser Glu Pro Gin Pro Glu Leu Gly Ala Ser Ser Trp Thr Ser Ala Glu *** 159 



ACC AGA GCC TTC GGA GAG TCT TCA GCT CAG CGG TGG TCT GC 
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[08] 

TGT AGT CCC ACC AAC TGA CTA GTC TCT TCC ATC CTC 36 

CGG AGC TCC GAC GTT CTC GGG GAC ATA AAC CCT GTT CTT GTC CTA ACC CGC CAA GGG GCC 96 

ATG GAC TTG AGC GCG CTG GCG TCG AGC AGA GAA GTA CGG GGC CCT GGG CCC GGG GCT CCG 156 

Met Asp Leu Ser Ala Leu Ala Ser Ser Arg Glu Val Arg Gly Pro Gly Pro Gly Ala Pro 20 



GTG AAC CGG CCC CTG CTA CCG CTA CTG CTG CTT CTG CTC TTG CTA CCT CTG CCC GCC AGC 216 
Val Asn Arg Pro Leu Leu Pro Leu Leu Leu Leu Leu Leu Leu Leu Pro Leu Pro Ala Ser 40 



GCC 
Ala 



TGG TAC AAG CAC GTG GCG AGC CCT CGC TAT CAC ACA GTG GGT CGT GCC TCC GGG CTG 276 
Trp Tyr Lys His Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala Ser Gly Leu 60 



CTC ATG GGG CTG 
Leu Met Gly Leu 



ZGC CGC TCG CCC TAC CTG TGG CGC CGT GCC TTG GGT GGG GCC GCT GGA 336 
\rg Arg Ser Pro Tyr Leu Trp Arg Arg Ala Leu Gly Gly Ala Ala Gly 80 



CCG CTC GTG GGG CTC CCG GGA CAG ATG GCC CGC AGC GCT CTC CTG CTT CCT TCC CCC GGG 396 

Pro Leu Val Gly Leu Pro Gly Gin, Met Ala Arg Ser Ala Leu Leu Leu Pro Ser Pro Gly 100 

CAG GAG CTG TGG GAG GTA CGA AGC AGG AGT TCA CCG GC A GGA CTT CCC GTG CAT GCAACC 466 

Gin Glu Leu Trp Glu Val Arg Ser Arg Ser Ser Pro Ala Gly Leu Pro Val His Ala Thr 120 



CGG AGT CTG CGG GAC CTG GAG GGA GCC GGC CAA CCT GAG CAG TCG CTA AGC TTT CAG TCC 516 
Arg Ser Leu Arg Asp Leu Glu Gly Ala Gle Gin Pro Glu Gin Ser Leu Ser Phe Gin Ser 140 



TGG ACT TCA GCA GAG CCC GCT GCT AGA GCC TTC GGT GAG ACG CTT CGT GCC CAG CCA TGG 576 

Trp Thr Ser Ala Glu Pro Ala Ala Arg Ala Phe Gly Glu Thr Leu Arg Ala Gin Pro Trp 160 

TTC CTG CAG CAA ATC ATC TTT GCC GAT CCT GTC AGG CTC GAC GAC CGT CTC AAG AAC CGA 636 

Phe Leu Gin Gin lie lie Phe Ala Asp Pro Val Arg Leu Asp Asp Arg Leu Lys Asn Arg 180 



TGG CGC CCC CGT GCT TGA CCT AAG CAG GAG CAC AGC TTG TAG CTC CAG 
Trp Arg Pro Arg Ala *** 



684 
185 
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[B9] 

' TGA CTG GTC TCC ATC CTC TGG AGC TCC GAC GTG CTC GTT 39 

CTC GGA GAC ATA AAC CCA GTT CTT GTC CTA ACC CTC CAA GGG GCA ATT GAC GTG AGC GCG 99 

CTG GCG TCT AAC AGA GAA GTA CGG GGC CCT GGG CCC GGG ACT CCC AGG AAC CGG CCC CTG 159 

Leu Ala Ser Asn Arg Glu Val Arg Gly Pro Gly Pro Gly Thr Pro Arg Asn Arg Pro Leu 20 



CTG CCC CTG CTG CTG CTT CTG CTC TTG ■ CTA CCG CTG CCC GCC AGC GCC 
Leu Pro Leu Leu Leu Leu Leu Leu Leu Leu Pro Leu Pro Ala Ser Ala 



TGG TAT AAG CAC 219 
Tip Tyr Lys His 40 



GTG GCG AGT CCC CGC TAT CAC ACA GTG GGT CGT GCC TCC GGG CTG CTC ATG GGG CTG 
Val Ala Ser Pro Arg Tyr His Thr Val Gly Arg Ala Ser Gly Leu Leu Met Gly Leu 



CGC 279 
Arg 60 



CGC 


TCG 


CCC 


TAC CAG 


TGG 


CGC 


CGT GCC CTG 


GGC GGG GCT GCT GGA CCC CTC TCC 


CCG CTC 


339 


Arg 


Ser 


Pro 


Tyr Gin 


Trp 


Arg 


Arg Ala Leu 


Gly Gly Ala Ala Gly Pro Leu Ser 


Arg Leu 


80 


CCA 


GGA 


CCG 


GTC GCC 


CGC 


GGC 


GCT CTC CTG 


CTT CCT TCC TCA GGG CAG GAG CTG 


TGG GAG 


399 


Pro 


Gly 


Pro 


Val Ala 


Arg 


Gly 


Ala Leu Leu 


Leu Pro Ser Ser. Gly Gin Glu Leu 


Trp Glu 


100 


GTA 


CGA 


AGC 


AGG AGC 


TCA 


CCT 


GCA GGG CTT 


CCC GTC CAT GCA CCC TGG AGT CCG 


CGG GAC 


459 


Val 


Arg 


Ser 


Arg Ser 


Ser 


Pro 


Ala Gly Leu 


Pro Val His Ala Pro Trp Ser Pro 


Arg Asp 


120 


CTG 


GAG 


GGA 


GTC CGC 


CAA 


CCG 


GAG CAG TCG 


CTA AGC CTT CAC TCC TGG ATC TCA 


GAG GAG 


519 


Leu 


Glu 


Gly 


Val Arg 


Gin 


Pro 


Glu Gin Ser 


Leu Ser Leu His Ser Trp He Ser 


Giu Glu 


140 


CCC 


GCT 


GCT 


AGA GCC 


TTC 


GGA 


GAG ACG CTT 


CGT GCC CAG CCA TGG TTC CTG CAG 


CAA GTC 


579 


Pro 


Ala 


Ala 


Arg Ala 


Phe 


Gly 


Glu Thr Leu 


Arg Ala Gin Pro Trp Phe Leu Gin 


Gin Val 


160 


ATC 


TTT 


GCC 


GAT CCT 


GTC 


AGG 


CCC AAG AAC 


CGA TGG CGC CCC CAT GCT TGA CCT 


AGG CAG 


639 


He 


Phe 


Ala 


Asp Pro 


Val 


Arg 


Pro Lys Asn 


Arg Trp Arg Pro His Ala *** 




176 


GAG 


CAC 


AGC 


TTG AAG 


CTC 


CA 
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